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jfiftlT l> teffi«fcft<o. Mf^fflsMMIRS Wt«»Srfflj« 

[ etro ( a ) isit/ ( b > : (a) mm 
*(c»^r4si i is-&fg« ; iss? i m&mmtfffitsm 
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[000 1 ] 
[0002] 

^ J: Villi if ft §T±$iffMcoTu -fe 

x%m. Mit&sss.m. mmm. mm^m. *i?*ym 



JKHRco^t < f i * *f „ WS&^r-ft^Btffico^ AteSSt I/O * 
[0003] l^ft^WmmvhWRLtclfni,f?j:t> 



[0004] ft^0&tc#^ft?jyfi«)B*:B it/jfiL^ 



v * . ftSW83Wtf>lSM i * At" ft £ fc fc ± "3 , L tr L 
[0005] i£#L^ffiM^M£Pjfl^ftMJ:. BO 



fc. ^<«n«#pe^. ttzimmmmmm ( rn«M 

C 0 0 0 6 ] -PV^Bfi, ^AybJf^y^', 

fd±7 7^ yh (fragment) h*HBa#ttM 
(M^if. b^r^VSP^) iOff-^#c ( c o n j u g a 
t e ) T'fcft. SWft&Ri. WWCStlfctiJI*^* 

Sr1£M-f"ft J: -5 5: (B 1 ake y 1 987a; 

b) . jsitM Ay >dfyytM y OSv^g 

ttS^iSfrtV^BSWHi^rt-iiaJS: (Thorpe 
fe, 1 9 88) ^fA7 N^^>"*^ SSBBaStlTV^ 

[00 07 ] -fAyi^yyll (Thorpe 
1988;Ghetie^, 1991; Griff 
int, 1 988a ; b ) fciffb h ( V i t e 1 1 a 

fe> 19 9 1) tcfc(tfti;yv^MiiJ;t>'ajMffiS:^B^ 
ft^^T"fto^ 0 L^L, 'J V^ORKJEJiRtt, JBUf 

Mfla^jtyST-atifLft -iJ±sh ^^yizttmmizm^: t 

4 . JE^^r U >^ ^SlM & flW fc-f ft £ t ^"t^T"ft 

[0008] y >rmizWf&ZtlbcDmMtt,Zttm&) 
titli^lMWeiner^, 1989;Byers 

1 989) . .lix^-rft^^aEfefi. la^i!*** 

HRCiSttlM A^icM LT^jSiitt"r* ft - k T'ft 
ft : aAS#fi/gHa^D0 . 0 0 1 %5fcffiC?>ttW!.iLfr 



fitiib K0Sfl£Ca4*l.T(i*V^ (Sandst, 19 
88;Epenetos^ 1986), SlJ^fiS^rPfl 

* LT W^tt U#ft £ *C2b ft (Thorpe 
1 988). 

[00 09 ] S4,fc, msSSItfSA-f-Sfitflsli. VKO 
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(Baxter^. 1991; Jain. 199 

-XMrnuaffli. jz^^mmzmzj: sat- sit 

tttf»&4H£3:fl.& (Jain. 1990)„$3C, I 

*tc«At--SK*^Tj&\ J*W*IHfH«fciiVvc, ft 

(7)M«»tPJ#-tS i>CDZ%<-t& (Baxter 
£>. 1991 ;Kennelfc, 1991) „ 
[OOlOlfot, H^BiiS^B^^fTffllP& 

lot077n-f(i, DilliHtfL^IW 
(JWffaU^IS^rOS: SW-f^S k Zifts . E0$»S<7)t» 

t lt. jn«awi-<offffl^ # - xa £w § <i k tm 

lZW&%tlX\'*& (De ne kamp > 1 9 9 0). 

[OOll] j(ii**&»Wfci-4i4: 

SSrffiT^ii:. * tzlZmmfflMcOK* i>fz t>-tJ: o Xfo 
4ifc*SyiW-«. iOTTo-^Ji. Mf»«^iE« 

wf#§*u>. sit. mmmmi. Mm&ztuzm 
oft^go-^jfiis^ft-ffc-f & ; t t^riSf^* ( k e 

nnes^ 1 9 9 1 ) . *S2fc:, ^HBW+tlftdP 
JBHSSrffi 93Mf r 3— H (cord) j ^TiTf ««S 
fc«**i.fct«IS***«0H-4fcA. WMMfiRfc:**-*- 
I.PI^^Ji«T-§t. ffi«M^»ii££t£ (D 
enekamp. 1990;Denekamp. 198 

(outgrowth) l±tH3^j:^. <I<l4.liiE 

[0012] ijB#^T*(i. M*Jt«<0«ftWk**es)!lS'tf- 

KSB»f-4fii*36«!eSFCft &Zk tf—MlzmtXtit? 
tlXMZ. WM^MW^m^tltz^ (Duijves 
t i j n4< 1987;Hagemeier£,. 198 
6;Bruland?>, 1986;Murray^, 1 
989 ; Schl ingemann^,, 1 9 8 5 ) . V"> 



[0013] 

-f S i fc t i *) . . *fPJI 

[0014] 

M^Slfll*^) fcras-rs^oj&a- ; fcSV^(±^ 

H^:fig ire* off s*\ *feti«sna^ t*s-&uw 
[0015] mmems o ay *zxtmeL\ 

k^Xtm^Kh,, ^r-if^r^. c\tih\± r'J>-%<ki> j 

itr, HSsftMttfc i v&w®m&<m& v tfy v > * 

Sr. ftox7x?^- (Wx.{£. flfitf5^KK¥«efP4JJ: 
[ooi6]Ii te-^-MMfc J; tA'ffKcOSI 2 M-^^ 

ffl («itf, IgG. IgM. IgA, IgDUXWl 

gE) ^js<m^s>i t^sia^tts, — i g 
mmmxm. t> —m%mfox$> <o . -e lt <i ti t an,® 

-^;Hff#c (MAb)il — SEOffljS 

[0017] m&yfflm&imiffi&toxtWMim 
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I ->f4. fit#;<7)Fv. scFv (^IIFv) , 
Fab' . Fab, Dab^tiiF (ab' ) 2 77?" 

[0018] m&vtfy F(o«HEmit4M±, m^'H 

mmarcii. ^u#>^Ma^i^-<4. mx 
a. ^ r^r * 5 y h njmcD&jim 4 o tsHfes^* 

{4. G 1 aB^£X< t"^ 5 >K«c#ffiMIHH^T"^-& 
i *lt4. M^«^-M1fP't4 U Ftf)SI 1 m& 

[0019] IS2lS^««* t «fflE^tlS^-43t«)t 

o\zmwsixh« muz. mmm?tm m&miz^ 

[0020] J&ffltoHS&B&V *?>Vcr>r$&i 

£{4fficDJ&fr WjS-fS ifH o i «4 

[002 1 ] £<Oj£fc:Hl,T . Jffi&firW^. rrn b 

n yiR^f- -v 9 (prothrombot ic) j X'$y 

WfcfcHS*** 1 , fcfc*«^:E«HIIIB*fct4ftoR4h 
[0022] #S^»MI«T'{4. *«lflfc*JJtftfiffl 

mzmmz^z m . mims u a> f<4 . -»#fnss 



«*ffluat*s-^-r§ j 3ESW4, ^jMa^-c-ffis^SBe^r 
t, ,fe-s.^{4*BjiH»(c§^^iaK§^-s.4at^ -en 

[0024] i«4 3 &)l«i£^-U#> F<?)7C^(4, 

ifflfla^HJiaajiis* ^ i4-?-# - fc^-r s am , 

Jii#:T*Sii:^Sia§nS. ico4 9^rKm^)^< 
(4. KMS^-fc it^Jft«SW^tJtt«.ffifflfi03t«>«« 
^ ^SEfrAqSntl-* 4 o iz , ^fflT-S S s i^T, *1 

hh(4, si tc«*§tiS4 o^n^ixtzmmmmmm 
tmizm^i- & m 1 m^mm ( x. tr . 

mm , i3 4tXSl I t^S*i4»M0lfi'W*r^) 
[00 2 5] Jiit. BWIHflSl^ffl^l!?^ Lv^fW± s 

«saitt«tt;JEp 1 8 5 H E R 2 N fL^^-ynr^ 

y^'!^'^ (milk mucin core prot 
e i n) , TAG— 7 2. X a 47t{4*>fl&iEttSl 
I(CEA) ^^t-SfitftcOKMiS-^fflJS^^Offl^ 

(4, K#:9. 2. 27. OV-TL3. MOvl8. B 
3, KS1/4, 260F 9 */ii4D 6 12 lZ&&t 

[00 26] Kft 9 .2.27 i4W^m (Mr) CO * 
yy—^UB-iZ^L^ OV-TL3J34^'MOv 1 8 
<0mrJ4IB*Wat«t)tStfe-^L, B 3^4T7'K S 1/ 

4 (4#>-JfflfitJ!fc!£i=r L, 2 6 0 F 9 Ji?Uf#yE£*§ 
•^•L. f LTD6 1 2 jiteBmre^^iitfe-^-rs . D 

6 12. B3^7t(4KSl/4fc|W|tfiiJ!Stc;te^-r§tn; 
WS^iWKjff* LU 0 D 6 1 2i4«f#f^5 , 

1 8 3, 7 5 6-f-tCieK$^XTfc D . ATCCSftff 
HB 9 7 9 6S:*L ; B3{4*mfl i F5l5, 2 4 2, 8 
1 3^rl l Z=iM^tlX^ , 0 ^ ATCCgf£#-5f HB 1 0 5 

7 3^L ; fUtti^i^^KS l/4fSfl: 
(4*H#l i Fm4, 9 7 5, 3 6 9#tlBtE$ilT43 D ; 

[00 27] BBBIfflBflWWtfcfeV^T. Mffiv-^- 
Hi*s&*4fc»Wfc3ni: LXftmZtim . -^4 o^r 

y F<ovgtt7 5 ?v >- f £ tzit^mm i> t fzmm 

[0028] *f|BHttiftSffiffl<?)fc«>Wffi 1 
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fzizmmm^F) z\tnz. waiBt±ot4 

»^H6tIE ( * I KW^SfiS J: 3 & ) tefir£*$-4 U 

y * ? f eommfflMizMftmz 4 tzimmmz^-tz 
mim^mm mtn. mi^mx/^coyy^yh) 
Sra#-r-&o $£>t, w-fcr^-i*. 4^(4#r4L< 

fcJBB 4 fcl4"Ti§tt7BJBfc 4 ^-MfMttMH U # y F 

[0030] $ te&mam-vii* w, 1 &&sm±. 

M(BPH) Hil-T £ PSAiij; tl*BK1£lt&ffi£ 
«Kffi i: HSi*-t£ F G F Sr-i-tf . ±fd^SeS.« 1 o £if 

-r s t&ft 4 fciijft#tt . uiaaitffitc ti w s whco^ 
[0031] ^mmm^M'px'it ^smmj <ow& 

J4, #^#^SPf4fcJ;^«^OK;FtJt^T. 
OgPfi*3 4 4 0 ft v^gJKT'ffffif 

[0032] mcomSMmzar^^^y F Srg&f^t 
d^ojUilt-Sffifflw^totoft*^^ l tir&IRttfi. fit 

* (Wi-(4\ K-PSA (BPH) , iJitXFGFtS 
^fl,GF82. GF67 3H3) Sr#tf„ MJE^-S. 
F-fe7^- (;«^BFGFF-b7^-) tlg^f £ 
ift^flWf^U^H (Wi.(f, FGF) fcifeffifflS 

54, m<m&*9mt&mittm&mL. ii-r 
[0033] $ fejjf isawMitrUs *%hjco^ i 

f4*T4U\ rjBafjiirtfjRojK^j J4, JgSMtif *|*|& 

-^ut&ffE^jt-fr (WxfftMa^) ^ws-^^-tfo 



[0034] #5£(7)#t4 U^Br£ 'J Fi4, 

v^T^-te^t&mkii&xf^^y^y^yy^ % 
hi/izztibcou-tT? —oHm-f h m^s^j u ^' y f 

I I5>y^-7M. VEGF/VPEF-tr^-, FGF 
l^-b7°^ — . TGF/3 lx-fe7°^— . TIE (TIE-1 

7"U>--±^51H^«IF-bT^-) . VCAM-1, 

y, WA ^bnty (pleiotropin).X 
VF^TU y(endosial in) j; t>'X >- F 7 

«j^r*OIR 1 S^I«(4. £? 4 L v ^ijco 1 SIT* £ . 

n-t/«*TEC- 1 1 t|BIt^t°l — rtSg-^-Ti. 
fit#=fe i V -7 y 7* y F iz X 0 ft* § ft. h . 

[00 36] VEGFU'ty°?-l l Zlfe-&i-&mfaCDim 

ty?0-t«3Ell, 3E7, 5G6, 
4D8, 1 0B 1 04«4TEC-1 1 OhNtxtF 

- r izm^-tz fit* 4 (4 y 9 ^ ' ^ > F (c ± 0 ft* S ti 

|B1 1 ^#Mtt S fit- V E G F fit* fc S fcffiflj § 

: 1B4, 4B7, 1 B 8 . 2C9, 7D9, 1 
2D2, 1 2D 7. 1 2E 1 0, 5E5, 8E5, 5E 
11, 7E1 F 3F5, 10F3, 1F4, 2F8, 
2F9, 2F10. 1G6, 1G11, 3G9. 9G1 
1, 10G9, GV97. GV39. GV97r, GV 
3 9r- GV5 9 4fci4GV14„ § ^tCiSl^fitVE 
GFfit#;(4. 4. 6. 1 . .A3. 13. 1 , A4. 
3. l£>4t/B2. 6. 2 (Kim^ 1992) ;S 
BS94. 1 (Oncogene Science) ; 
G143-264jo4^'G143-856 (Pharm 
i n g e n ) Sr#ti' t> 

[00 37] § t> tc*ffl^rfiL#:{i: . MffiJfll^^W^ffi 

i-5t> VEGF/VPF, FGF, TGFjS Cfe&t 
l>fit*, T I E 'J F . B«Mii^-f Vi 

y i y"n^7i-y, X^v (scatter 
factor) . 9r«t»MH^ ( HGF ) „ Jt/F« 
HT-4 (PF4) . PDGF ( PDGF ai3iT/PDG 
F b Sr^tf ) ti^t/T IMP (^^nrof^ft— tf<0 
ffliHH yhK7-, T I MP- 1, TI MP-2fcJ;tf 

t i mp - 3 Sr#t? ) (4, c\K^com&wm.x'^m'ch 

0, -e^3*>. VEGF/VPF, FGF, TGF/3C 

e^rsst*. t i e u ^> f 4 tttwssm 

[0038] S ^.t;S"Jcoiia^fl|-C(4, BCHL^Cfir 
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eXm&AB&WZ- i o T «£Wfc»ff § ftfc v - * - 
T'$>0». acil SteUtfVF («itf. St*) 

£ m ^ * &og»<tf b * ^riEt-r s . 
[0039] «s«48WttKKtt, mseffljfi. 

7?-y\ AJl/A-TMIi, CD8-KT 

Si-SSr, 1M V-tf-fy IL-1, IL- 

4, TNF-«, TNF-j3££teI F N — r ) £ <fc 0 

^->\ vcam-1, iCAM-i, xyF/'jyfej; 

lfMHC?7XI I KIST'S & . MHC?5XI I I^S 
3rteffl-fS*&£\ jEM»«MHC?5XI I <7)fNM 
y^n^yy (Mi.{i\ y^nx^'jyA (Cs 

a) s tfzimmmzmMzmiD 

[0040] S&CRaHBLKtt, 37^7>h (00 
foyb'y,iIX/IXaif, gX/Xal 

^X^^nrnf-ft- fc\ MM P ) ) izX-oXB^t 
ffiffl£:fi-2>, £OffOtit!Sa, P— teWf->\ E— 1= 

V9<f-V^ PDGF&ilKI CAM- 1 £-§v^ -?-<5D3 

i tfWAWb&MR (c if 4 1 v * . 

[004 1] 'J F - \/^~T-¥—W&fa ( c o m p 1 

-thtK wm<7) y ay f t tc im&mt sj *ro v > u 

ix£ r ytfyF-u-t-Tf—Mfefti a, y#>F (PJ 

i; tTOS^*2rK*-ri»o £*tfi, VEGF/VEG 
[0042] d^i^'J^fyK- 

a, MaK-cwat^v^^ffliaiD^Hsraji^^siH 

tft^ifcfiMfca. t/?n-t/Hf2E5, 3E54 
fctt4 E 5 k|3| tit h-TtJg-^TS =t 5 SrUflcii J: 

VWyjyxy F£#tf<, 

[0043] § £>3r£iU4?l«tT12, *fiW:=fca&ffi 
y ) fc J: o TKWttWjR^fcSf^- SfiifrcOtiLJM^-^I 



[0044] ItatRiaSScoif 4 U^StWWarRR 

y u -tr r ^ - t jg-s-r s y 

myi7^7"n*?fyl±, #R{£, MAb BC- 

I (c J: o T SOB S*U» i o tSHffl^TKTft 5 . I->t. 

,I<7)M a b , H Xlfm.ttlVM^m^-f&i&COM a b 

a , ^mza as mmcotiMzMt l k mmx-h & . 

*rtftifflftiS£-y F t LT# Jt£ftf#4 . 
[0045] U^fiafitfcttoMoffifa* 7 a 7V 
/-fyl^RIBS (Hsr^-BH»lf^aH2) fcSB 

fc i . Stt^^tL^Jfli/hKJicT) y ijy K 
I^S^fiT'fc^ L I B siaB-&^4Si#fcafc*fli 

[0046] ^Tffl^Jit#;<7)S^^:-g>l¥^l^(i, 

sa^f-Wf ^ y t mv$> h a *s y taKf^r § h:*-c a 

-i. o . Shresthat (1994) (ClBtt 

S^i^ffiftfccty'Tuominen & K a 1 
1 ioinen (1 9 94) tci m^MZtlh 1 4 3D 
B7C8I1 37¥i y^?>K (coaguligan 

[0047] r 0^ i xfm&m^^.^-)^ j (i , 

[0048]^->T, mi Kr^ffiWi . Til^W. Jf 

II (pericyte) , SIM^«. 7?D7r 

+^'y^y. istyr^ 
>-14^ y if >y * 5 >f f (Witf, ^>°y yi3i^A.^°y 
y aMt-^Hi ) aj&itrf s ffi*^ «t ^ y ^> h # tr . 

[0049] flfi^)W4 LV^mi«T1±, *^BJ}t7)jflL^ 

ififc il^feWKf^-U^y Fa, -f-ixfcift^K^t'feS 

i y t tf L^ftwsr y ay f ifctt-e^— af»T* 
fj a, F^-fy. *)v^y. vmmttwzx 0 
— ) ^s-^-ts^^^a^iit^t, ^«cp4^ajfli 
5iH^ 4 >t a y ^> f ^\ ^ti^mmmmco-^mttiii 
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[00 50] *^BJi7) i m^<7)«Hti3ftl.ffiffl<50^* , 5 

coii-ro^riiJtH^ti. M;Lfi\ vegf/vpf (sSafS 

n&mnm^/m.mm&'&m^ ) fgf (?y^?v: 

w-fy^-fyn^^fy, x^t7^-if (sea 

tter factor), JfffflJjfrtiJiH^ ( H G 
F) . IfiPh$tH^4 (PF4) , PDGF (jfiPhfttEfe* 
WtfMErf-) . T I MPttilt I L-8. IL-6t/t 
liXI I I agr?£i-£#t^ VEGF/VPF jo it/' 
FGF#Uf Ui'#TSU^ 

[00 5 1 ] &»l/-fe7^- CS-^ifc^ll^F 

H:77- offijlM * tz fci »T»ttJB»j&Sf ijffl § fL 
tS£j£4hM=*tt U H (Wxff, V E G F ) Tfc h 

[00 52] SIBPfjiojfli^^^tcSS-^Uf^^ 

KftRBteagm («itf, stt-ftsnfcjflL/j-^) a>\ n 

[0053] *tuQ>£* ^wmmmm^wmt. 

mmmui. bph) , mm.mmm&. jmsbs* 
mmmmm (avm> , »i, i&^fr 

f5U^v-K 7fn-?M«, ftMBMBftlfllfffl:.. JtL& 

ttttWfiS. ®7fM'l4«K, os 1 er-webe r 

Off-?. <r t &MfflZti& o 

[00 54] *^Bjcr)-®tM'ffie^ D #y F -*@H 



(i, smptw Oft^^Si die, jfiFfHciswc^ 

zn^ commit tz^ m^aeoT^y (s^iixb 

«, if£#ffl t TMIft|-C$> 0 . ^LT«ffi«t$£>t~K 
[00 5 5] cicoj; 3 %ZM!®m&Wm\ 

-Htsasf (t«icDNA) tais-tsitti 

yyh tf^UfHTigtcaSSS fluffs l tol^I^Sr a — h 

[00 56] ^fiWCfl8ffl^4fc»(?D«HH J Fli, ffl I 
I/I I aHf. mvi I /V I I aS^, SIX/I 
XaH-fi^ti^X/XaH^COio^. t7SVKffi 

WHBfflH^lo***^*. gv/VaSf, mv 

I I I /V I I I alf, S?X I /X I aSf, MX I 
I /X I I aiffci^SX I I I /X I I I aHfi 

[00 57] #5£c0^ffi(4. G 1 aS^Sr^XK t ^ S > 
( 'W«i4G luKGl a^E^Sr^3 

ih^iu) TSKS-f-SifctJ: 9WK<?*i#4. 
KSS yc ^ T ^ S b" ^ S > K ISl¥tt«iaH^ Sr n - F 

[00 58] ^SHBWlfr&UXfy FtffifflSix^ffi t 
C VBHH? J4 . ffl^H^ i: Vffi«H^P«*T* 5 . 
^"ffl^iaiiH^^ 1 *ocry!f)V- Ti±, ®V I I H^Sr^g 

i*-f-s 1 -Jtfzte^h.y.i.coT 5 yg?£E&^-f £ i k 

fc± OISV I I H^&igtt^St^^fc^S^tM^^- 

i.#l> . MSf^iftil 1 5 8 ©COT r p ^'A r g 
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lZ ; 1 6 2Q.C0S e r#A 1 afc ; 16 4{i^G 1 yj&S 
A 1 a £SSHfc; Lfc^tt : =3r^t>'t 1 5 8{i«T r p# 
Argt, i>0 16 2 ©<7) S e r tfA 1 a fc^ffc LJt— 

[00 59] $ $>tzj$t Lv^««EffF*WWW4, 3®«® 
[0060] #5§BJiJ4. ^< fc i> 1 ocofl&^fflWH?- 

[0061] ttrnm-cMMztii x oiz mymmft 
^m^m^mrnxm^-a . m 3 1 ¥j 2 0 1 ois^at 

[0062] y®(4, MfflMffl^H^N* 

[oo63] ^tycommm^-Sfa. EMms*t/& 

h\ f-*x-^;P4^{4'<T^Htt^€r^L-T 

[0064] ZMfaii i.lf%mfo*co 1 -34>tl±JE-*iJa 
±fO*l^H^4^(4MffiSffl«H^-i44^. 

t , is^bww «t o %m 2 co»j^ffl^a^«^ft 

mtMm&W&th. *7o^A— fe\ Nn 

i~— i£ % -tr -if (gelatinase), ifc 

l±X 1 y yy (stromelysin) CO J; 3=5: 

^j'n/nf^ -? — -e tew-? zvimmizzsts^Ti- H 



#-cD«fl(4, {BRfcf, IBSig^l%9*^J:3#:m-r 
-Y A— feA)#?±tcXcK * B«»ffl(c*rr4r»«ltt 
^fiJ4^{4 U #A h'cDi&Ste. {Off Sr± t S t 'RfiS 

[oo67] *mmmmcommm&. *<r>wm*£4¥ 
w?, a x urn 2 commmmmm^ ■, ±tz\5M&mz ■. 

[0068] ffieDjiigjSriSHH^ {4. 5 v-t^^^U^. 
[00 69] WWI^»tM«^L^^i\ « 

(4, mmm^zMLx^mmm^-rhm^cotmrn 

^■gPfiS-^, ^ttt«4, ScFv, Fv, Fab' s 
FabfciO-'F (ab' ) 2 75^ > h«0 i 0 fit 

[0070]f-5t. b"^ 5 >-Kte#ttiSll|g I I / I 
I alf, |gV I I/V I I aif, |? I X/I Xal 
4^(4mX/Xag|j L ; Gl a^^A<f^S>- 

ffiSffl«H^ ; n-^ >J ^ W y ; SSV/V aHf, m 

VIII /N Ilia H^ 1 . HX I /X I a gfi=- N IgX 
I I AX I I alf, fciWffiX I I I AX III aH 
^ ; ^'y-tr^A-f'J^b'KSXH^T^A^.-^-. b 
oysKWyA 2 47t{4a2-fiLT7^S>'tMtTfi 
WS*UtffEf(e, 4^{4^tL^.07 7A^yh^#tj , M-^ 

[0071] immti-BtLtzmmMte. mmm^zm-^ 
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feJllS'^*tSiBtrill*(c»-§-S*i i fl4 ; £CDMT'J4. £ 

[ 0 0 7 2 ] mm riSEEi^-j itzimmmit. ahs 

9> F r rJT^f'A 'J F ( c o a g u 1 i 

gand) j ) J±, h^r^y (^fA/h^fyy) (C^t 

xvm&mAm-rz. MtstSr^, z.ti$>\t. 100% 

[0073] aa^BrtdWRSfuSrv^ 

it, ^«i^ZSfitti3ift(?)scFv, Fv, Fa 
b' , Fab. HXX/F (ab' ) 2 iWfcSMW-*. 
i o &rS»M14K#:f9 1 rxrm&M 4 Lv>M«4, 

[0074] $ £>3r£3Mi«rc\ *?PJii4. _hiB«0tt 

^ y ^> f & ± vrawsittirtflw^ffiB * ft im&&h 
ut, ^t;«HH^t^t--g>m2^g^«*tit^-^ 

-^Wfflj£ft& >y F J-i-tf . 
[00 7 5] *M«-^t , HS^H 

tsm&fffljtm& xvismm* -v f#4 t&msti& . 

atr. fit*. -TAyF^y. ifeffix^i?;/*-. fb^ 

ft&MM 4 tz MM * mm L X « «fl?fr f£2« * f&Jl 



*LT I FN-rSr±RSc-t^T«^n-yS:-ir 

[ o o 7 7 ] s?4 u*aan«i» si£2^umuiBffiL 

h, 4/t(iffi^H^SrS^Uf'i»^7^^^-W^ 

^-rs -mmmmifax'$> h . z*& » 

ftSMC D 1 4 4stt4CD 1 6«g-^LT. 
d7t-a ifciivxMKKil.lL-llMfl 

lgCD2. CD3^!tliCD28(I, LTif 4 L < (± 

CD2 8«S^rtT. NKIB;i'}i«»4L<a 
T«tCct 0 I FN - r«±*JMaW4 J: 5 ^PT'^ 

[0078] -M#K14K*<7)^2|f go»4 UV^S 

mnm=Hm»* rnhnytv. $vn/vi 

I aif, mix/ I Xalf, ^X/Xagf, ||X 

i /xi aif, ttzMy"/^i-^^- , j^nmxm : f- 
7i~>£tzi±E-^)/7^>izmiz^&mico$£-£mm 

[00 79] *SH8«or*l9Jltt 'J ^fy F , itfWS 
i 4 ffi«jj£4H4 . 1 o 4 fcli-€-nJSLh<Z)jiW5rS»* 

t^six, * Lxm^comm^—co^-y^r-^xmM^ 

[0 080] *^J{4. nT^A^yFtoaiifcj:^ 

4/i«4Hrr^-cOlS^rfg73t*'^'<«^^7''yfe^ & 

xX^ y7'n v F . F -y Fy'C?>y F. RIA, EL I S 
A. ^ffiffl»^. »3l2HH£ft3WJfiy— V? (FA 

CS), ^ffiiffi. 77^f^D7fy'77j^ 

[008 1 ] irtJS 4>44IKBiaiTJ±, *^Bj(i^ m 
S^ttfflJKffi. iflL^H^. avm. jto-WM, jfiLttfnefi 
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V % hfxMh X o lz . SSMMflC n r =¥ a 9 > b £ 
< 1 fc 1 oo_hf2o i a *^*W»ffitS-&U K Sr-ir 

[0082] fflj&tJti:. gg&ffffi (CTx.HWJtt«) OD 

jfliw^T-jfii^iii zi&m-th iztm&mts x rsmmz x 

[0083] *56hho*&(±. Lfc«IIIia^£ 

*tr*s-^ y # v h £&^-r & ts =t ^swMtt y 
itamfr^m 2 ^^mfrizm^mtz fix \i ■> 
* t mhef?- * atr*£ y # > f & &#--r 

[0084] *5&Bgco§ £&$ft(2HS 

2 fMis-&«w**trts^ y h ; t iz x o 

[0085] ^.=5rS*-5S^IIM^T(±. IS* 

bimtB.ztL&. MTikcDimm&mM. E—tu?* 

>\ P—bVP^f-y, MHC??XI IfitE. VCAM 
-1, I CAM— I . lyp^yy, LAM-USIG 
ttcoy^>K. Jfil'Sr YVisy (addressi 
n) „ £J:tXft!20^^£##. s E— fcU^f-vtJj: 

[0086] smLZLXmzMHCf^X I I ?>7"« 
fMZWmz-t&iSrS, I^fflfl^MHC^X I I 

)£§;fx»<S>. ^tMHC^^i i^H=-{4. 
I FN-r^^tii-rs. K)^W\;WN°-T|H3at^ii:N 

kjhms) tuif i fcirirtJ:*. ^fuxxvyizm? 

[ 0 0 8 7 ] vS'lt^§n.?t#«, 7;n7r^, fcJ: 

Yf] A > ( I L — 1 ; TNF-a ; TNF-/3) ^ 

jj£U# Si7x?^-«T^S ; Sr. 'vWn— 

TiMffla, CD-8KttT«i5i;(^'NKWi;. MHC 
UISIt5IFN-TS4jSU§4. I L — 
1 fcftCgHiaMi-C^/'v 7a7r-^ 



jBTOKs/W^-TlBBai/iliNKiMlfitgHt-fW-s i £ 
<?>iStt-f LStM&i . m«/-7 ^n7r-yt:out(iCD 

14*j:t;CD16 (IgEtoWliFcR) ; fci 
t£TfflISfc:-3lYTl±CD2. CD 3&i;t/CD 2 8 ; £ 

[0088] fWIWPSraSttflrti 

fzi±mmmMimcomjjtzm-&~t h z^msmmm z m 
«t VTiMB * ^•nmvStt'fb-r s . fiems a ^ tins 

b^f-^y. iiO*-^. IL-lfeMlFN-r^^ 
[ 0 0 8 9 ] iEm^Wt^cr>MHC^yX I I fp$lj(±4 

fc, wm^c^-Amw^H-^-hz^zx^m^ 

tvm& ; Hfft^TfflKtJ:* I FN-rl4tWI!t« 
HC77X I I4HF{±. Btf, ^BSEfiSr I FN-rW 

^t=i»^-i t fc x vmmmmiSKmftmm-cmmmzm 
mztin&. ift*jt(^sfc«><?Dio(Z)#sii, get. 

y&iwha-^-riifcfcj:*. ;«ifn-tmti 

[00 90] HSftattKfr^fflV^T. haytVcDi 

ana?. lanHTfiHPff^ ynh^y^y, jbvi i/ 

V I I aif, HI X/I XaH^ HX/Xa|a^ s 
gX I /X I alf, t^{45 ■/■fe/l^^^y^b"!ie#X 

<mmjs.m*wmiz&ipt& z. t izx *)m$.ztift& . 

e-- fcW-f-v4fc(4P— tvt^yizm-trt 

[00 9 1 ] ± 9HRM2**-&*>*JGHMH£<> *fc»r 

y cd x 5 %wi2coi^^igmcommt 
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OTtO ( a ) iJitf ( b ) ^^^U^VF^tt-T 

[0093] i mmtmm tzts t >t , jjess 1 k^b 

[0094] JJ^SKBKIIfctJV^ - iiBSS 1 Ig^-IK* 

{is , SttoscFv, Fv, Fab' , Fabitli 
F ( a b ' ) 2 7 7^ y h Sr^WS . 

[00 9 5] $ zmffiBMlzts^X . JfcUgS 1 $§iir 
[0096] $ S>35r4SQBWlWcisvvr . ±3sm l IS£ 
[0097] $ fesariSeSBBJitciJV^ , JJBSS 1 IS^r 

mmmmmmim p i s 5 h e r 2 % ?LrfA^ 

y37^yA7f, TAG-72, /HXa, 

mm. (cea) . a^tiM'JSWiiKJstc^-r^K* 

2. 27, OV-TL3, MOvl8, B3, KS 1/ 
4. 260F9Jjj:^D6 1 2 ^&&P£>£>jStR§;fX 

[0098] $ l&hV&B&WZ&bvx. . JJB» 1 
[0099] $ S>=3r£33BWBfc:iivvc . ±tem l Kr£- 

[oioo] § tt&mtti&n&zisirc „ jjens 1 

ffi^ti. MHC^5AI I^W^IL VEGF/VP 
Fl/-fe77-, FGFl/W- TGF/31^-fe7°^ 
— , TIE. VCAM-1, P—tl/7i->^ E-- feU 

> V 5/ T U y £ tz fix y Y 7 U y (aKr£-$-<& fSfls^tSH 
[0101]$ fesflrSSQBPlWcfcV^ , JJBSS 1 SSl^r 

[0102] $ S>3r4HSBB*fc:tsvvT . ±iBH 1 «^ 
fKWMU t/?n-t/HS#TEC-4 tftti^y^n 

-t/H#:TEC-l 1 tHtXt°h-TtS^-t-Sfit 

[0103] $ S>$rS£0»B»fciiVvc , JJgJg 1 Urg- 
lii, VEGF l^*^-fcK^4flEflK0tltaaS^ 



[0 104] 3&2r*5fctBBJBKiSivc, ±IEflSl8r& 

Wl t7^0-t;«3Ell, 3E7, 5G 
6, 4 D 8 1 0 B 1 0 £; |n) tit 1 — rtjg^*?" 

[0105] § ht£hmmmmxzt5Y>x , ±ami^ 

ffl&te. ty^o- ^/PJaffcTEC- 1 1 0 hlaltxtr 
[0106] § &2r*3HBBJBtefcvvC, ±fESfll 

[0107] § ^^SUHsJ^Btfc^T, ±E»1 

fHlStis VEGF/VP F. FGF, TG F /3 „ TIE 

3L ^t7^-7r?^- ffF«ti5IH^- (HG 
F ) N l/MS4if ( PF4 ) s PDGFi^T I 

[0108] $ ^zmmmmizti^x , ±§m 1 m& 

WMte. VEGF/VP F % FGF, TGF/3, TIE 

[0109] 3 fcSrfcSOBBJBtetiiiVC, ±IBS^lie^ 
[0110] S^^SOBKBfcfe^T, ±S2»1IS^ 

tested s tmcotm^\tmm 

[0111] S6*4iai0!0llfc:fcv^T, ±fSlglM^ 
[0112] 34>2r*5a»BJBfc:ti\iVt, ±3B»ltS^ 
[0113] SfesarilglBWBtfi^T, ±ffiflSl*S£ 

tcte-^-r h mfooMm. m^mm 

[oii4] $ h%hmmm,zi$\^x , /tarn 1 

T«, CDS- UttTlDBa* ^{iN KiMIBjfiiqScffi-r* 

[0 115] 3 62r4SK|gKI||fc:*ivvt\ ±feffiitS-^ 

fflJSiJ, b^-f yiL-h L I -4, TNF- 
a, TNF-/SS«i I FN-rtCJ:oTP»tt<7)HS 

[0116] s&fcftusBBiiifcii^'t, -tieni^ 

ffil^ii, E— \zV71~y^ VCAM-1, ICAM- 

l. iyF/uyt7t(iMHC^7Xi I fiilllcijg-g-r 
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[ o 1 1 7 ] § httzmmmmizii^x . jjejb i se-£ 
ions] s hKzmmm.i.z&^x . jjesh i ^ 



[oii9]$ t>% zmsmmteimr . ±ism i 



[0120] $ fcSriSSHfflflllteiiVvt . ±IBm 1 
tSI*S{4. ty^n-t;«*2E5. 3E5i«i4E 

[0121] § titc&mmmiz&wx . ±iass i ss-£ 

[0122] § fe^riHIBKBifcfeV^ . JJEffi 1 SSA 

[0123] s t^siMiK^t . ±ism i ss^- 



[0 124] 

[0125] § fefc SSUBBJBCSSifVC , ±|EH 1 
[0126] § fe:fir*g(EN0&JBC4JVVt . ±IEm 1 



[0127] § ibSrSHSB&JBUcfcv , _hia® l S£ 



[0128] § &5r*3SBKmfc$3ifVC . i 

fg«ti, RIBS t|g^l>lji#:«KM^ttffli**^ 

[0129] § fe&iSSBBJIKciJVvc » ±IEB 1 
Wi, feS«S^(i^«M3*Jfll««c?)J3!c^ne^-r 

[0130] $ wc . ±f&jg l m 

F-feT 

[0131] $^=5:4 



1 



1 i±^~ 
1 $n n 



1 ±±.A. 
1 fa a 



[0132] § 4>2r£iSt»BJiSl;:iJV vc , ±B» l 
[0133] S6$r430BBI*fc:4JVvc, ±IE® 1*S£- 

ffiJSti. VEGF/VPF, FGF, TGF/3, TIE 

tJS-^-TS 'J Iiia7 a y'u^?^>4 y 

M, X^f-v-y ?-7T^-, ffF«iM5II3T ( HG 
F ) „ Jft/M0S4 Bfff- ( PF4 ) % PDGFi^fiT I 

[0134] $A.^4Sllfg^»ti5^T, ±.ffl 
VEGF/VPFi*»#4. 

[0135] S4>=5r«Htl9Bllfc*J^T, ±12) 
[0136] S65:43ltigBlIIfciJlYt, ±.151 

[0137] S^SriSOBRttteiJivt, ±15^1*^ 
fRIAtt* VEGF/VPFFt7^-«"IiM^H^ 

[0138] $^&»e*§^i3v->T. ±femi*s-£ 
[0139] s ^tmsnsm^a^x. ±MmmmT 

{4, t^SyKWttl I /I I aMSEHP, VII/ 
V I I alf , I X/ I XaBf^fciJX/Xaif^ 

[0140] §^^4HMjgffiicfev^T. ±fa«@H-? 
[0141] s&srissHgKiitefc^T, -tie«fflH? 

{4, b"^ 5 yKfic#tti«iaH^^ rj- itfe^SM 
[0142] S^^^HfiWltfcut, ±K«BHffP 

•5-tfo^jE<5o^;F^ s yffisasrf^**7t{4^M-ri. £ k 

[0143] S^^riSaBBtttiJ^t. ±IESI1H^ 
{4, ^<7)>nfiE^^VF^ 5 >-KSS^^< b'^ 5 >-KflS¥ 

ttsiifjn- Ft- tm&iixitma&Ht&f-*: m 
mm^xm^ <r t iz x *> xwmztin h . 

[0 144] £^>:3r&S©5tjem:fcv->T, ±ia«iaH-f- 
[0145] §£>^SIBW(:^^, ±E«ma?- 



[0146] $^*!>3lMff^cfc^T. 1EIIHT 
(4, ttl 5 7f£k*n 6 TffifccolBkorS^RIHWtfe 

ft s sea* ff a nif^^^ti h . 

[0147] ^i^Bicfcut, ±ie«ssT- 
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{i^PfflMl-f-Sr-^tf. 1 5 8{£tOT rpliArgt 
mtL ; 1 6 2f4cDSe r(4A 1 atc^-ftt ; 16413 
COG 1 y{4A 1 at$£L ; ££<41 5 8fi<7)Tr p<4 
Ar gfc^-fLt. i>Ol 6 2fic50S e r {±A 1 alC^-ffc 

[0148] $ ^SHJWffiicfcwr . ±ssms&f 

[0149] § & & SUffeJ^® (C&Wt . ±E«fflH? 

[0150] § ^hmmu^a^x , imssssisff 

[0151] z zmammizte^x , ±mmmmi L 
[0152] £ btthmffimtiswz , ±ib«ish j ? 

{4. hc?y^-9-yA 2 4^{ihny^'dr-tfyA 2 

[0153] $ te&msiffmtzts^x s ±E«aH^ 

[0154] § fcfciHtBKIWc&Vvt . ±IE«HlffF- 
[0155] S £>5:S59BBJBfciJ\rVC . JJEfiB l feir 

taw* . ;siiia^ toBf^- * m 2 *&^«tft» "im: 
[0156] § ^^mmm^zawx . ±sa&&vtf 

[0 15 7] S&fcilOBBJIIfcisvvt, ±E»2Kr& 
[0 158] SfefcSiaBBJIMciiVvc. ±ESS2IS^ 

Wl IgG», I gMtt, * h UttfitttO s c 
Fv, Fv s Fab' . Fab^tliF (ab' ) 2 7 

[0159] $ £>5:*3ltBBJINciJVvc . ±1BS?2*S 

fSl*fi{4. WSi'KWfil I/I IaSfflf. VI 
I /V I I aBf , IX/IXaHfitliX/Xa 



[0164] s&srssoBHBteiJivc, ±tem2is^- 



[0 160] ££>3r£S 



[0161] hKphmmmte&^x , ±iam2*s-^ 



[0 162] S&SrSISNggJIWCiJVvc, ±IBfi?2lS£- 
[0 163] $^»^r^| 



i>n f=i 



[0165] S^^rftHIBBIBfciJ^-C, ±feH2S-& 
[0166] HtoSdfcJBHfcisvvc, ±12* 1 



« , LT IMS&MM? It J4±fBH 2 



1=1 

[0167] S65r«Ht»B»fc4NvC, ±fB»l«f# 
fflJ^(4, ^6^«U y#-*:frLT±aafllfff*fc 

[0168] 36&43ltigBlIIfcittYt, ±fEfe£-'J# 

iz x *> xmmz tih ms? y> ^mxh o # , - <?yc? 

MfHTififc3*l6tfcJJE»t 1 WDNA 

[0169] Sfl<^atJBttfc:*JV^ s ±iB» 1 
{4, Tb'W : t^fyol^MSI^t, ±ie« 

hh^ a ^{4±iam 2 ^^^fa&^rigtjiss Lt# 
[0170] mnmmmmizte^x . ±ib^u^>k 



MttK#:«4 



[0171] ^ ^^mmmm^zn^x . ±ie*s^u* 

yF«4, I gGSfls, I gMSft, &*^li_^ft*tt 
lil#:«scFv, Fv. Fab' , Fab^!t(iF (a 
b' ) 2 77^ylJ:U$t(:S£2W#S. 

[0172] $ t>%z>nmmm.iz&^x . ±ieis^u^ 

>• F {4 . IBIIilft^t 4 * 2 ffiMte^ffiUsfi 

[0173] SO^HCtJV^T. OTO 
( a > tS J:tX ( b ) ^-^tflS^'J ^> HtftflWfi : 

(a) M*$E3J!a. WffiMajfll^cT)^. t^(4JB«M 

(b) tI#§^SElH^. 4^(4t##Sti^«@ia^ 

izm-&-?&m2M-smm. 

[0174] i mmmmiz&^x. iMmfrztitz 
[0175] sawsatJBmfctJv^, ±ies#s^« 
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HEfPI4» G 1 aaS^2r^< , 11/ I I alllf, 
VII/VIIaBf, IX/IXaHf4«±X/X 

[0176] J^^WI^^t. JJSiffSJt 

[0177] $ S>s3:Sgg«B»fc:tSVvt , ±IEtftff 2fi 
fcfcfflffftt. b? 5 yKficMiif^W^f^ 

[0178] §^^snjfimit=fe^T. ±iat«ff§n 

[0179] S&SriSIWKIUctiVvc. JJHMPSn 
[0180] $ <?>=a:4S6S|gBJifc:iJV^ » ±fEffliiiH? 

[0181] s&srsiaBwiKctsvvc* ±Mmmm=F 
mmmz. &&&&& . 
[oi82] § ^^s^iiitfeut , ±ieiiiiH^ 

[0183] § feiiiaBBJBfctiV^T . JJBHiffi^ 
ffiSgf*4@i«Mffl«H?£^#. i£D®Mfi«IH? 

[0184] § S>=3r£33BWBfc:iivvc , ±IEffl«H?- 

[oi85] $ ^hmmm.ijz&v^x , ±tE*iHH? 
[0186] $ ^hmmm^ax^x . JiIbib^h^ 

[0187] 3*OSai0KII(ctSV^ , ±E* 1 

(4. tiff $^*iaE3 z Fte^r&ffi2 tt#fiwcf^i6 

[0188] SrtJM^WBBJIWcfcV^T . USSR 1 
[0189] § . JJEffl l 

@Mt4. 4»wici»siiii^i^ L-r±iat*ff s 

[0190] $ hK&mffiBMte&^X „ ±1231 1 f£i=r 
M4. MtRS^fflW^tg^r? KtS-S-fctf-bTJJa 



f*ff S*ufc«IIB? fc*6£ U#£ . 
[0191] S^ftSBBKBfctJ^-C, ±IE»l«r^ 
ffii$i4, ?o=*i— fe\ T9*$>\ hayb">, ix 

WBf»ffi*-frtf^r-f- F y y*-^ff LT, ±§Et*ff2 

[0192] m<7>mmte&UX , ##|HI1{4, S?2«ffllt 
IS? *fc<4ii#tt£ftWffifciil8 L£3I 1 fOfflfia? 

[0193] loc^NBRJIMiiJVvc, ±IBfflilH?ff 
[0194] S'J^tWJtcfc^T, ±iB#iaH?«^ 

[0195] § ^ft&mmmiz&ix, ±mmm^F 
[oi96] $ ^zmmmmizissux. ±mmmm? 

[0197] § 4>**S5H9KBfc:tiHT, ±IEfflfSH? 
[0198] § A.^^SUft^t^^T, ±fB«fflS? 

[0199] $ ^^mmmmizm^x. ±fBffl«H? 

[02 00] § ^Sr&SUfc^mrfcivC , ±IEfflHia? 
(4, i^ffl|^ffi|||H?ON5|«4fc(4C5Mlt:ffiaK- 
[02 0 1 ] $ fesariieWBIIItfit^T, ±IEffl^H? 
[02 02] $ fcSriSaBBIBfcfcVvt, ±fEffl»H? 

[02 03] S t**IOBKIIifc:ti^T, ±IEffl^H? 
[0204] $ £>2r43KI0Klllfc:iHvC, ±IEfflliH? 

[02 0 5] § tsSrftHSBBIBKfii^T, ±IEffl^H? 

[0206] $ ^zmmmmizm^x, ±$mmm^F 
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[0207] $ ^^mmmm^zii^x . jjeaaww: 

[0208] § &9&BBMtets*iX . JJBaHRWfc 
[0209] $ S>2ri5tH9KIWci3Vv*: , itBfflHW 

[0210] zmmaemtzts^x . ±.immm?mm 
v ■. y^f^ ymm. mw.mzmw^m^y^Y o> 

[0211] § ^=5rSSH|gpJ|[fc:tJV^ . JilBffl^HT 

?-f . ill o^Kttr 5 y s^asiffih mi 
[0212] § A>^s»m«ti3v^-r . ±Kffi»H^ 

[02 13] $&$:£SWtctiVvc, JilTO 
( a ) fcjrt/ ( b ) £-£trfS^y#yh**3l@l¥Wfc:S 

31Sir(©lfcSWalS-&r*ffi 1 ; icon 1 tS-^lfl 

( b ) «®H^ . a IMfflBEffPfctS^"*- S 2 ttl-^R 
[0214] 1 oi0HSfi^@icfe^T. JJEK^-U tfV 

[0215] aKoSOBBJBfcfcHT, ±BEKf^U^r« 

[0216] $ S>:firfcgSBMlWcisvvc . 

[0217] §^^S«S»ICfcUt, JJEtt^Utf 

[0218] § t>%&$gmm£tnix » jjesi 1 

[02 19] 4iiS4>sar6»Hfc:tJV^T, #f&BJUi. it 



»§ls#a*(:HT« ( a) fcilM b ) £#tf^>y 

(b ) »2<^aewaaieBrc*oT, jstf*) < i > m 

V ( i i ) **t«r&' , J^l t £*tr, Sf2tfMK8«BH 

mmim^i-m 1 ; £ <?>m 1 fc^iwaw 

"THEtcSiiSSL*: ( i i ) *@EFf . ifcfcHKHffF-fciS 

[0220] i -?commB?Mzi5 v , ±t ess i cn>m¥ 
z mm Ln h *mm<jm\ * & . 

[02 2 1 ] fflcrtmMBMlz&^T , ±tdM 1 tfaB¥W 

ifli i H : ^ja«»jji«*B3ac7)iHBaaH±<7))ai«tiLJi(;M^ 
[0222] $ cft&mffif&miz&^x. ±§sminm 

^WH^SUl. Vg'tt-fbtilJgC D 2 , C D 3 , C D 1 4 s 
CD 1 6 (I gEtC3V^T{±F c R) , CD28i 

[02 23] § ^^rSIUSff^ciJ^T, ±!SH1 ^ 

[0 2 24] ^^^r^Hift^tfeOT, ±!E§&2CDig 
^WfflfiRWi, E—bisjKf-ytzm&r&Hi 1 

[02 2 5] § 4»^T^*!rS^Stfe^T, ±IEHlO^ 
^fflJtttii. c D 2 8t»^L^ * LTTJHMBttei £ 

[02 26] $ ^^rSHSK^ffiti3V>'C, ±K® 2CDM 
[02 27] S t*-6IOBKIIifc:ti^T, ±fe^f -y b 

[0228] § ^55r-I.SIIftJgaS^*3l->-C, iie^r >y b 

« , 5^ ^ n X tK U ^ t *trSS 3 co^^Wffll^ft Sr S <b t 
[02 29] § &2r*5ai0!flmfc:iNvc, ±S2ffltl^S 

■^wmmmt. mmmup 1 s 5 h e r 2 , fL?tA^y 

XTfyWK. TAG-7 2. M^a, ^fVl&iett 

waait:ft**»». i^wwraawRtt, 9.2.2 
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7. OV-TL3. MOvl8. B3. KS1/4, 2 
6 0 F 9 j3±tfD 6 1 2fr6£4Wfr&^§ft4fiEtt 

[0230] aioiSMBttttiv^T . ±ieh? i laasrw 

[023 1 ] $ £>3r£ilJg^!SfcfcVvt , _hteg| 1 am 

VIIaBT, IX/IXaif, X/Xagf, XI 
/X I aH^3t(i5>yfe;Pi5"ifU^.t:'t£«XH^T^ 

[0232] $ fe^SSWI^^t , _hfEI£2 COM 
SWBHJtSWi » P — fe U ^ f - y £>&£"f £ & 1 Kr£4Ktt 

[0233] § &mmmi,z&^x . ±am2com 

[0234] sfir4iH!l0>SH£isvv*:, =*:&h|H4 % g&gn 
h 'J F OfiOT £tH£ t , ; U #y F Ji . 

(a) feiV (b) **tr: 
(a) £S)DBL ^SMML^cOfiJc-^. S/timiS 
aS£*Ol£4N=*£'f 4* 1 ; i WfiS 1 *S£« 

[0235] i mmmmizte k ->t „ urns y ^> 
[0236] mcommmfMzav^x , ±ib#s-^u f 

iSISEFf 2 

[0237] aicosaieKBttJv^ . ±i3S£-y # y f 

[0238] ^rtsaUOMWBBJIWcfcv^T » JJEESBi, 
AttluirM^SE ( B P H ) . MS«ttfflMffi, JfcSB 

( avm ) „ tsmm. &mnmft 

[0239] $ &(c3to3Sl0B!B£*5Vvt . ±fEE^ 



[0240] § ^^mmmm^za^x. iMmmt, 

[024 1 ] § t^SHJft^ffitfc^T. MfSP^jlJfll* 
[0242] $ ^^r^SUfS^tcfc^T, M*M3lJfll ) l : 

[0243] § fcSrfcSKBWBfcii^-C, B«P43SJfll« 

CD8-»f£TMflai/St±NKifflfla3&»iS>J)taiS^5^ 
h ^ >f y J: o T SHI $ W#l> . 

[0244] $ tsSrft^SBBIIItfc^t , M«M3SJfli i l ; 

yiL-h LI-4. TNF-«, TNF-y3 43ti± 

[0245] § ^^mmmm^za^x, ±mm%m± 
[0246] $ tsSr-ssaBWBtisn-r s ifESttflaa; 

a«W*ffivgeitKMCD2, CD 3. CD 
14, CD16. I gEtOV^«FcR, CD28t 

[0247] § &2:45Sl0BJBteii\iVC, ±IEiStt-fbK 
[0248] $ <!>**StM0Kllfc:tsnT, ±fEiS14ia5i 

mmtmiz^-t^-mmmmjL^Tfi . 

[0249] S^sSriStSBBIIIfcifcV^-C, ±IEE— feP 
;fy, VCAM-l, I C AM — 1 „ iy F^y >'4 

/tiJMHC^5xi I WM.co^MH. SMffl&tiaMMz 

[02 50] S^^rSHSfi^ffitio^T, ±IEE— felx 
[02 5 1 ] §4.=££--&S©ffc?eaSt=:*3V,-»T. ±IEMHC^ 

[02 52] § &*43ttBBJI*fc*NvC, Uft^iE^ffi 
^fcfcttSrt^SHM-iSiieMHC^^X I IfiiMcT) 

%ffil±. ioi&^co^^nx^yyw^tioTJfp 
c?5Xi CD 2 8ioj;y i 'Mi®W^ 
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[0253] § htthmmwmz.&^x . m^^mm 

*Jt--g.KCD4K#;^) - wtfift^^K-^- 1 i -> T iWfrJ § 

[02 54] § fesSrSUHB^JBtiJV^T . _Lt2 I F N — 

(b> i<7«sa{«i*»fe, ajfflL^ajM^^ftaj-rsx 

( c ) ZcvmfflLte&timZ -Y ^fbnTJfc^S-^T I 
[02 5 5] § feSrSHSBWIUctiVvc . ffi^jlJfii* 

[02 56] S^^€.HJ6»®^i3V^T, JifBhnyb" 

HBFF-. fflJBBKPiSaWk rnbnyh'y, vi i/v 

I I ag^, IX/IXaif, X/Xag|^ XI/ 

[02 57] $ t>%$>mffi&mt,zt3\^x . JJBP — fcU 

[0 2 58] $&$:4IISl0Kltt:*JVvC, JJBE— feU 
[02 59] &fc£^%-&J§ffi^i3Wr . *^9J{4. # 
(a) fcitf (b ) £-£tf : 

(a) mmmm. jb*bb3*jmw^<5o^, t^(i«*PB 
[0260] imnw&mfc&ux , ±$ssmt. # 

[026 1 ] ffitfOHSfc^Slfcrtsv^T, ±EE^(±. itif 

[0262] -ttEEmti. b b 



[0263] %33fflcommmi,zi5\->T . ±mmm>\m 

m?. hi wt®mm?£ttmmm?mmmz%;&-f 
&mifc<r>mmm%immizmiMffiizm%iLJzm 1 ^ 

[0 2 64] 

WAyb^fyy (it)(1 'Jj^MsitPfijUBS 

^Sefc£#&^te£^LT^£ (Lowderf,, 
1987, Vitetta^, 19 9 1) b h<7):£ 
T<?>*fycD9 0%£JLL££is6& (Shock 1 ey£>. 

1991) ^'yMfeit^-S-coffecoll^M^fc^tTJi. 

t £ % vammiizts \ ^xttmmmmmxh s £ 

t^tootV^ (Byer sfcitXB a 1 dwin, 
1 988, Abrams^MOldham, 198 

5) . z\<7)3L%:WMi. Bto=m&MMiW8KW*£. 

Sffidt-r (Sands. 1988. Epenetos 

6, 1 9 8 6). t^^B*ss*t:A-& t , mmmm 

mcr>m®%mS (Dvorak^. 1991). HSffH 
® (Baxter^. 1991) . HI^JE^Iil ( J a 
in. 1 9 9 0). teXm^SMiL^VT ( J u we i 
d£>. 1 9 9 2) cO#i£cD/2<£>^%— fcjffii LW&V ^£ 

[02 6 5] ftot, fflBW»tj!iaW4fcft^LV> 
ihSd±S£i;ii:. M^SIWjlJfll^fcft^illllfjSjt-^ ^ 

7"'J ^Sf'J (coagulatin 

g agent) IZ^m^zmt ^tlZX-o T«El7°n 

[02 66] ro&5ftfiffl(ctt«3*Utt 

pe^Jif»ia*t#i.^y>^. «***s£sww* . 

[02 67] (A. mS^-ft,liTt^«,girffi ) *^BJ}(c J; 

h, mmmvmmm. &m?mm. mmtmtm <av 
m) . itim. iflL^ia. jfsw^srtBfe it/see . * 

«Mf»ifli«»f±. jfiufcWMfirJ. jfi^flgttaas. 

os 1 er-webe rJEfliP (os 1 e r — we b e 
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rsyndrome) , -fUHft^JB. f*?J<B H a1*«ttiM5i 

[0268] ftilB^ifr«^ttJB«<4. KfRfc 

coMii, », was. ipm, w, mi, «KH, » 
ml stss. m*, ism, mm, ^mmm, =?■ 

[0269] *micr>zm&m&ffl0y-~?<v&&mi& 

[0270] j?iji(f>f Ay h^^ys-ffl^i.*^ti^ 

rrnhnyt'yMtt (prothrombot i 



[02 7 1 ] ( 1 . K-lSIDH&flW ) K^llStSItt 

iz , A«Jiia)i«iH!a^to»iw*®ia^t^t4tc®H t 

[02 72] CO^frVpZ rn*fiiMj #Ka$ilT 

[0273] 9tMmtmm*M&t& t> a -o<o#a 
a , BmnjB^ ± t uses nfcsjs^^ rwwe & 

[ 0 2 7 4 ] * I I CftKLfcflMWi-Wtrft 0 . ^ 
ATCCXfnyz^ffit&ZblzXiX, m<nm.Wj: 

[0275] 

[mi: 
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ntffi 



1 n£c Hi* -Mil? 

If # <7 -fc 








A: 


'CA 125' >20D kD 
£.^> GP 


DC 125 


Kabawat £ f 1983 Szymendera, 19B6 


\ GY 




BO Kd GP 


OC 133 


Masuko J , Cancer Res., 1964 




*SGA' 360 Kd GP 


OMI 


de Krrifitar $ , 198 G 






Mo Yl 


Miotti. £ , Cancer Res., 1965 I 






MO V2 


Miotti ! ) f Cancer Res., 1965 






3C2 


Tsuji tf t Cancer Res., 1965 


1 ftp A 




4CT7 


Tsuji $ , Cjncar Res., 19B5 | 






TD 1 


Gangopadhyay r 1985 






DU-PAN-2 


L-an f , 1.9B3 


1 GY 


770 0 Kd GP 


p 3S/22 


Crcghctn ^ f 1 9B4 




'Mp 68* 43 Kd GP 


4F,/7A t ' n 


Bhattacharya f , 1984 


GY 


40, 42k£> GP 


OV-TL3 


Poels /j „ 1986 


GY 


'TAG- 72' l6 M r 


B72 . 3 


Thai: ^ , 19BG 



^ I fit =5 









f 4 * | 




300-400 Kd GP 


DF, 


Kufe > f 1984 




6 0 Kd GP 


2C fl /2F 7 


Bhattaeharya ^ r 1995 


! GY 


105 Kd GP 


MF 116 


Mattes ^ , 3984 




3B-40 kD GP 


MOvlB 


Miotti £ , 1987 


GY 


J CEA' 1B0 Kd GP 


CEA 11-H5 


Wagenor £ , 1984 




CA 19-9 »fsHjt DICA 


CA 19- 9 
(1H6NS 19- 
9) 


Atkinson £ , 1982 




' PLAP' 67 Kd GP 


H17 E2 


McUlcken ^ , 1985 ' 




72 Kd 


791T/36 


Perkins £ # 1985 


ur£ 


6 9 Kd Pr<Ap 


HDOG ? 


Sunderland £ , 1984 


*r * 


£ H r PLAP 


H317 


Johnson £ ,1981 




plB5 I,Eli2 


4D5, 3H4 P 
7C2, 6E9, 
2C4, 7F3, 
2Hll r !iEB , 
6B8, 7D3, 
SB8 


Shepard £ , 1991 




HMFG-2 


HMFG2 


Ep&netoa £ , 1932 


GY 


HMFG-2 


3 . 14 .A3 


Burchcll ^ , 1983 | 
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1 lit # # fid 




fluff, ft 






Bt P -ft 


330-4S0 Kd GP 


DF3 


Hayeg 


, 1985 


— — - — - — — — 




NCRC-11 


Ellis ^ 


, 1984 




37kD 


3C6F9 


Mandevili.e 




, 1987 




NS 


MBE6 


Teramoto 




, 1982 






CLNH5 


Glaasy ? 




1.983 




* r zvCL GF* 


MAC 4 0/43 


Kjsldaen 




, 1986 






EKA 


Slaane 4 


i 


1.981 




^ M„ GP 


HKFCJl HFMG2 


Arklic V 


J 


1981 




Ha 


3 . 1 _i . C J 


Arklia ^ 


f 


1 581 








Faater £ 


* 


1 982 




1 [Ma) ja.5|Mff 


M18 




t 


1984 




NS 


67-D-ll 


R a. anm^ a en 




■ 1982 | 






D547Sp„ 
D75i>3, H2^2 


Kins el ij 


t 


1989 | 






And -EGF 


SaineJjury 


5 


, 1985 | 




Liaminin U i^~7 r V -~ 


LR-3 


Horan Hand 


S 


, 1935 1 




erb B-2 plS5 


TA1 


Gutter a on 




, 196B | 




MS 


H5 9 


Hendlar ^ 




1981 1 













126 Kd GP 


10-3D-2 


Soule ^ , 19 83 [ 


j It # «f ■ 


NS 


HmABl, 2 


Imam , 1984; Schlom £ , 198 5 j 




NS 


MBR 1,2,3 


Menard ^ , 198 3 






24 * 17-1 


Thompson ^ r 1983 




100 Kd 


24-17-2 
t3El- 2) 


Croghan £ , 1983 






F3G/22 .M7/10 

!* 


Croghan J , 1964 




24 Kd 


Cll, G3, H7 


Adams £ , 1983 




90 Kd GP 


ssa 


Cole her £ , 198L 




CEA S* 180 Kd GP 




Colchar £ , 1983 






Cam 17- 1 


Imperial Cancer Research Technology 
MAb listing 






SM3 


Imperial Cancer Research Technology 
Mab listing 






SM4 


Imperial Cancer Research Technology 
Mab listing 






C-Mul (566) 


Imperial Cancer Research Technology 
Mab listing 
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3t 1 













plQ5 HEK2 


4D5 3H4, 

7C2, 

2C4, 7F3 # 
2H11, 3E3, 
5BB, 7D3, 
5B8 


Shepard . 1391 1 


. 


CA 12 5 >200 Kd OP 


or* 1 as 


Kahmu -it- S 3 1 *»R K 






MO v3 


Mi n(-H V 1 One 






DU- KAN -2 


Lan V , 1.9B4 






A TT / *7 n 1 






300-400 Kd GP 




Kufe £>* . 1984 




' TAG- 72' fa M v 


672*3 


Thor , 1986 




'CEA' 180 GP 


cacccCEA 11 | 


Wagenor ^* , 1984 




'PIAP' 67 Kd GP 


H17-E2 


McDickeii r 1985 




HMFG-2 >4 00 Kd GP 


3 ■ 14 - A3 


Burchell S 19 8 3 




JST3 


P02 3C5 


Riva 3* , 19S8 




TAG- 7 2 i%7 M r 


B72 • 3 


Colch^x y 19S7 




Gi»37 


(17-1A) ! 
1D83-17-1A 


Paul 5* * 1986 


^ I ifci 












GP 


CD17-1A 


LoBuglio Jf ,1988 




CEA 


ZCE-025; 


PaLC 3 , 19 SB 




CRA 


AB2 


Griffin 3' , 19B8a 




in? flt ^fe AG 


HT-29-15 


cohn $' , 19S7 




?5#tt fcJt 


250-30. 6 


Leydem $ , 1986 






44X14 


Gallagher . J>' , 1986 




ws 


A7 


Takahashi 3' , 19BB 




N3 


GA73 *3 


Munz *} , 19B6. 




NS 


791T/35 


Fatrans S * 1982 






2BA32 


Smith >' , 1987 






2B.1.9.8 


Corvalen^ 19B7 


1 


gp72 


X MMCO-791 


Byars £* . r 19 87 






DU-PAN-2 


Lan , 19 9 j 








Gangopadbyay S* , 196 5 




CriA 180 Kd GP 


CEA 11-H5 


Wagenar J> , 1984 




GO Kd GP 


2C«/2F, 


Bhattacharya £ . 198 5 
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& x fell 



Jli ft d? 1jL 


W£ A* 


■ ^ * ■ ' w ^ p 






CA-19-9 <^£it-GICA) 


CJl- 

(111.GN5 19- 
9> 


Atkinson y , 19B2 




Lewiy a 


PR5C5 


Imperial Cancer Research Technology 
Mab Listing 




L^wis a 


PR4D2 


Imperial Cancer Research Technology 
Mab Listing 






PR4D1 


Imperial Cancer Research Technology 
Mab Listing 




p97 a 


4 ■ 1 


Woodbury J> t 19SQ 




p97 a 


S-2 M 17 


Brown, j" , 19Bla 




p97 b 


9S-S 


Brown, 3' , 1991a 




p97 c 


118-1, 
133-2, 
(113-2] 


Brawn, if t 1981a 




p97 c 


1*1 . L 1QJ 


Brown y , 19 81b 




pSV* 




Brown £ t lS&lb 




p97 e 




Brnwn S . J 19&lb 




pl55 


6 > 1 


Loup S" , 19 81 






R24 


Dippold £ , 1980 













p210 t pSO, p25Lf 


5 ■ 1 


Loop ^* , 1981 




p290 p44Q 


225. 2BS 


Wilson , 1981 




GP 94, 75, 70 & 

25 


465,128 


Wilson 4' ,1981 




P240-P250, P450 


9 2-27 


Reisffcld >* ,1982 




100, 77, 75 Kd 


Pll 


Chee >' ,1902 




94 fed 


376 -96S 


Imai , 19R2 




4 GP 


4G&.12S 


Imai >* . , 1982; Wilson 3* . 1961 




GP 74 


1.5- 75 


uohnaonHr Rerthmuller, 19 82 




GP 4 9 


15-^5 


■Jt- 

Johnson J t w -ReithTnuller, 19 62 




230 Kti 


Mel-14 


Carrel 3' P 1962 




92 Kd 


Mel 12 


Cat-re 1 $ , 19B2 




70 Kd 


MG3-TB7 


Carrel r l:387 r 19B2 






225.2BSD 


Rantor J>" r 19&2 




f -3 fit Ul 


763 .24TS 


Kantor ij r 1982 






705F6 


Stuhlmlllcr jf , 1982 




GF125 


436910 


Saxton , 19 82 
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CD41 


M148 


Imperial Cancer Research Technology 
Mat? listing 


Ej 

M 1 V 




ID3 


Gangopadhyay ^ J 1.985 










1 






I«ui 3* ' 1985 








Phm 1 a i li a d 


f%&. 3 , tit 


r TAG -72' ^ W r 


B72 - 3 


Thor J 1 . 19SS 




f CEA' 180 Kd GP 


CEA 11 MS 


Wagener *f , 1964 




HMFG-2 >4 00 Kd GP 


3 -14 -A3 


0wr C h^ll J" , 1983 


(~3 - t - 


N3 


C COI.I 


Lsrnkin jS* , 13B4 




CA 19-9 frfej. GICA) 


CA-19-9 
[1116NS ly- 
9) CA5D 


Szytnendera, 19BG 




CA12L* OP 


OC12 5 


Szyroendera, 1986 






















F: tf* 




4DB 3H4, 
7C2, GE9, 
2C4, 7F3 r 
2tfll, 3E8, 
5B0, 7D3 r 

sb a 


Shepard" ,1991 












MO v2 


Mititt-i Jf , T985 




'TAG-72' A M 

**** r 


372 3 


i Thyr jf , 1986 






DU-PAN-2 


Lan 3* , 193 L* 




'CEA* 1BQ kt> GP 


CEA 11-H5 


Wagener j? , 1984 






MUC 8-22 


Stavrr.iu, 1990 






MUC 2-63 


SLavrou, 1990 






MUC 2-39 


SLavrou, 1990 
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St i ffei 









^4 k mi 






MUC 7-3? 


StavroUi 1990 






PAb 240 
PAb 246 
PAb L60L 


Imperial Cancer Research Technology 
MaB Listing 






ERICl 


Imperial Cancer Research Technology 
MaB Listing 


/TT '1 fn™ IT* 

iki& J0C ^ if? afe 




M143 


ItnDeri al Cancer R&aearch Tp f],nnl oov 
MaB Listing 






FMH2 5 


imperial caiicser Research Technology 
HaB Listing 




pi. 5 5 


6 1 


Loop ^ 19iil 




"Ga -*fc " 35 0- 
390 kD 


CA1 


Ashall . i.g 




GO 2 


3F8 


Cheung £ ^ T 986 




gp4S 4B kD GP 


4F ? /7A in 


Bhatt^chary^ . 19B4 




60 kn GP 




Bhattacharya V. 1.9 B 5 














'CEA' 1B0 kD GP 


CEA 11-115 


Wagener , I9fi4 



bnn-mm¥lJ& : Kd. *uy>Uh > ; Habs, ^ o-^/Uifcf* : tfr. 4>?ift : NS. ^je^T t,^> ; PLAP. flfiffitn /VL^ 



JKiil:CA 19-9 Ag (GIGA) ^7p->^7 3^;H? hf b7^WHi7l K C^T U ^tLc»ls^>^ ^ n ^yu-t* ^ = K 

; Mab 9-2 -27 tbtB&fttOjrtJSItt, ^ > K a -r -r vffi£S57"a 'J A >ti[S^^L-f- >T 'J JMfctt* ^"Cfe^ 

: WteL.it tiHR^s GYi-j, St, f*i8k T-^rtffi, 7 lift, IN, £ ft: tt ill a^-fflJftfl3>?f>* 



[0276] 



im2] 
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%L II 









l 


J82 




2 


RT4 




3 






4 




see 


5 


TCC3UF 






563 7 




ID 


SK-W-MC 




LL 


SK-N-SH 




12 


SW 1QBS 




13 


SW 1783 




14 


U B/ MG 


- Kin 


15 
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Jfi«liiMSB»f*MUC8-2 2Tft*. — IRC, - 

[0277] — mz. ^zmnztit.commiz&^xfg. 



<li. MxtfK d <200nM. i?SL<ii:<l 00 n 
M^^-Tft^MfnWtt^^L. ^Sr*t»LT^| l ( 1 

ife-sustaining) iiSfflU, Wi-if'^ 

11, VFK. GL ffFK. #«. teK. JAgC, WiJR, 
^.tt, VK, +ffi»g^fcj;tA'*M#^«fc 
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[0278] ^ty~Ccr>mm&3$rZ- ^tl&H I ft^K* 

j; ismm/mma ycommizMRmiz^ioti^ tag7 

2 i H E R - 2 7° O F ;f > n > V / N° ? 9 fcSS 

iXW- (Thort, 1 986, Colcher 
£>, 1 987. Shepardf,, 1991) ;MOv 

wtsitft haffiffi'h^ete^sstflc (m i o 1 1 

i £>, 1985. Burchel 1 £>, 1983) ; & 
«fcl^M r ^5y--76tMt3^-rSfiift:9. 2. 27 
(Reisfeld^ 1982) jSl=*ffl=3r 

& ttfle ; H «£ V Jiff <0 ttttftHHra i tW^fHttO** 

[0279] SftB3, KS 1/4, CC49, 260 
F9. XMMCO-791, D 6 1 2&£tfSM 3 ii, 

S o B 3 (Xmm^W, 5, 242, 81 3^;Brin 
kman^, 1991)fl ATCCfKffHB 1 
0 5 7 3 &&th ;KSl/4 ii*BI#!^4 , 9 7 
5, 3 6 9^Cie»§^-g> J: 0(3{*MLf#^ ; D6 1 2 
( TKfflWrFUS 5 , 183, 7 5 6f) II ATCCfK 
#-^H B 9 7 9 6 . 

[0280] BiiBraaiwsa^-sfcft^au^a 

«5fe W fc*S£-f 4 ffit coK# £ , Jt'14 U F (r> 

izmm ^titz^vmhx^h jEmmm t tz i ±ffl«§ t*t 

[0281] igtrnm-ox , *wfflmzMmt&wm 
ft£tifzmm^mzmmzti&&fo%£&^&fzisbco^ 

flfcflJWHj ; * I ^ soffits KM £s -ft L£ ( e n r i 
c h e d ) 8S1SI8I9% (membrane prepar 
a t i o n ) *<7)fflj» ;f I I tffcW feffiKOffl 

M ; ttzlt. m I I Wzmiftz&McofflM? 4 y'Z-Ms 



mmfc&ys t tz ammmm z lt t, j v \ 

[0282] i^A,, K*oftlft«[tcW-b6r, b h 

Mat *j ( t s suscoKtc i ± , tamw i,zmmt § 

4;fcafcf^6<(iflraiLrv^4Ktt}fiaR (shed 
antigen) £trt;®rri> <! t Srfi^S , JtiRW 

^B^r-yfe^f ti-^T^sns, -tilt, mmzM 
K#<^)*s-^a«ittSrKirrsEL i sa (b**s^bss 

i®*T -y b A ) CO «fc o U ——V?T -y -fe 

[0283] M*nc035HRJ!Ettig^CO^^ - S^O^KM 

Zbtf^-MZtLZ. b MaWf5fiiM*ffl^««#, 
T ^ s ^fS^m** 1 ^ <ry*km- yy'fozn hztlzi. 

ixmwLxi> mm. &geow&i£&t& r wsy 

tCB^/t ( c u s t o m- t a i 1 o r e d ) j iSffcCO 
^^^abCO^ati^-MT'S) 0 (Stevenson 

a., 1990), ^wizii^x commtf^ Z. t>tl& , 
[0284] ((b) tt&MxwasMi/itsitm&v 

i/*y°?-x~$>&m%fmi l zmLxte. nmt& vxfy 

[0285] WlttT^- U Jjy F t H«t , # 

4. Mi.(f, mmm,^mm^t\.tzv^y^-xh 
h , *4y t-jtf-e -wawpsr u ^ y f t- a 
- f uf 4 . ^cof^tc ij ay Y\zn~thw&t.fz\$\s*L 
7 f-sifcmmzm ^x o ny f Sraw^-ri. ^ t ** 

(S, TIE-l4fc{iTIE-2U^T>'Ht*N-*a 
[0286] ( 2 . ffiO&ftSn ) ®Sr4HJ«B«tfc 

v ^Titseu^ tzim^tmizmm^fi^mm^^zm^-r 
[0287] mcom&MMizgm-t&m&i-ft^FcDmit. 
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sfttpw* v e g f sr^-tf . ±ie^mov^-m*^- 

[0288] K 1 agsbu rnfci^Fo 1 kman 

(1990 tasasfu.. M#<ojM?«c#tt*tia£* 
s zatitt w > k * ffli l# ^ „ #t. sssm 

[0289] ( 3 . g^MSlM'l ; ^«fS6^ ) ULt^O 

sym&titfB&ft&Mmtz i -5 t fs^wtfPis 

[0290] M*Wfla«±. y ty*-f y. 

3 p - — f iMH-f , ®.^m^-a x uMmmmmmm^ 

X 0 $r»lte*£ft*-&'jfc*-4 (e 1 aborate) 

JTffft&M (KandelA,, 1991 ;Folkm 
an, 1 98 5 a. b) fciWW^ (Burr 
ows£>. 1991; Rucof,, 1 990; Bo 
r d e n 1990) tfEfflf £ . JBSMMi. 1*1* 

(Denekamp^ 1 982) , i^tfitMMW 

[029 1 ] ^^oWgcoSQIdltKttiV^T, — 

li» Mafrt&t=*i^TaSSS#i4^Fi:t&^-&36 1 . IE 
ffi^ifflffi^ffi tfc V"s*C(4. tafcyCtf* ft (4£< ^35 
^i^^t LT5gfS$ixf#<l>, 3 SrWHttii. 

[0292] L*»U ±i£Lft=fc d t, *^coffl# 
(4. aWttflHESW, 3fc?rK«0>2rffi. fKMA/l^f 
i^y Sr fflV ^ ^Fffi tfc V lilffli^ t SixTV^fttS f'M 



[02 93] f ot, *?6HJ«r.a^Stt 'J b' 4 ft 
live, lEffP^WJ: 0 fcWl^W-^ft»H3*i44J" 

[0294] ( ( a ) ^mtfett-sjt^^ffluav-^ 

- ) mm®, t ft u&ig&t ftcoftmft&Mi&cDmwiz 

BJWW+tfcV^T. r s^mp^aifli«^w^-^ 
-j t&SfiS. i<offli§i±, liintft, iLftti^jfi-K 
^M^ffM i ft(2ftj£«oti?itl?ffiS Lft^mtis vi 

t s n h ft&mmm s , «^ t ^ ft y> ts v ^ 

[02 9 5] VEGF/VPF ( MgfafcMMM^/fo. 

r ^ . ffisifii«^±(c?tffie<)^i3c«^fi w t fi mt 

JnfetiTV^ (Th i erne ^ 1 99 5) „ 

(Leitht, 1 9 9 2) „ FGFl/-fe77-!i4 
ft, fi®HtS^S^ftrt*«±ti3V>-r 3fST -yT 
V— h Six. tttpJilRSSttSlvCT -yTUdjf a 
P-h§ixS t#X.^ilTV^ ( B i c k n e 1 1&£ 
OTarrist, 1992). 

[02 96] Mli«TGF/3 ( hy>Xy*~* 

tt-ftSnT^LT^SHUVECtfc^TT-yTV'^ 

M^-i-tf. jfli^r*cogpfitfeft-S»F*]*TO±T-t HI 

«ttij v 5fi < ti& z t *m\ tft . mm 

tztstft ftBOBBSit* lib A, b'£ ft«^ <xyF ^ U > 
**fiTL*i\ WSrifct, xyK/yy»|ii, T 

EC-4i5i^'TEC-l 1 fitfr^'ffil WOVC&SM 

mmmti x vfmm$ v tzm&t & i t , * 6 vt i *i 
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[0297] m^smm^mmsm^mm^-A- 

fi, TIE, VCAM-1, P— tel^f->\ E-- fcP 

[0298] ( ( b ) -+M b#-f VfiWttJfiLt^&V- 
#-) L(i'L{i'#fttfc(t-g»^me^St^^^®i-r 

zt%<. sumo, z mm- & amtm m^mx-h h . 
'Gftmmzmmmt: * v-* - < « =t a 

JB*SffS£iiftLf#£. itL^O^ii. JILTS 

[0299] m&tmmmnmzmf&^.'gft&mM 

n-fexco— fflbLXW&Zti&~?— %—X*iZ%:<. AX 



tz~t&, 

[03 0 1 ] mm^&-?-^-l±. SS£&*1M bTH 
y ( B u r r ows A,. 1991 ;Ruco^ 199 

o ) axx/ssafsm^tmms^- (Mignattn, 1 

9 9 1) liZ£r>X9m%tl»&. *HHHK:±-3T»ffiS 

tih, mm^mzi6v^x%mmzmm^K% , 

(Bevi 1 a c q u a , 1987; Dustin 
A,, 1986; Osborn^ 1 989; Col 
lins^ 1984). 

[03 02 ] CDmmcOX%—XJ>. ; 

I L-lfeitf I FN-rWJ;^^ -t^*> rct» 

*ir-f b^ yvStt^-ii^, si i nc^strcu 



£38 

[03 03 ] Ztlt><7)£ 
itfffifflte, CD3, CD 14, CD 1 6telt£CT>2 

£8frftW£S'?^T ^ S ( Q i a n ^ , 1991).* 

«wtti^T(i. mm.^<mmmm^m^titz&sssLm^ 

HA >-J*tiJ(is W*cD*FJTtlSS$ixS. tot, E — 
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ac coa coze 
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fflL-14 B?- 


IL-1, Wa 


TO 


CU14 




CD14 










OU-DR 

IM-DP -t h 
IM-DQ 

I-E 


IFN- r 




CD2, OS, CD3S 


ram 





I^^^ViS it^H LA-DR, HLA-DPiSiV'HL 
A-DQ<7)J;3^MHC^5^I ItnM (Col 1 in 

1 9 84 ) mmMnmut&hitx&mzti 
mxfo&„ mi i lEmmm. mm 

[0 3 0 5] (E— teW-^y) iE^&COmmi/Z^ 
S#(Cotran^ 1 9 86), IL-1, TN 

f, v y^h^^ytiXttmn^yVb^yycoJ:?^ 

v*}jy<7)wmz&~?x. ns&m(^m±.yz.fsm 

SWII) (Bevilacqua£>, 1987). Zfl 

{;£, iFN-rt:J;-7tiSi#S^» (Wu^, 19 
90), e— fei^f-^ffcilii, ^-coia^r 

[0306] ZJK*JSttffi#:(i, BSSSBfiWiltiVvc. 1 

EB & * t f#SrV *JSifttf>-efca * . ^ x o & _ s w 

— (lineage), TM, 



[03 07] *$j)5:fiiMlf»ffi#:(i, -7JT"S^§^^ 
KM) *B»L. flK6TTaH?SnfcajlllSfWI«l^-fr<^ 

Wtzk*>x+M\-iti4 y<^ifc\tiz\s&th&M.m.<7)mffi 

lfciV'TNFacOfetb^vStt-fb-t-g.CD 1 4 (LPS 
V^T9~) gECJfnFcR ; $r£,tf£I 

FNrfciWTNF/SWScaiSrVg'ffi^t-SCD 1 6, C 
D2, 4JttiCD3, S/^{±, CD2 8^itil=„ 

[0308]^toj;d ^StM^~a#Mffii»E*i4, 
l «: x 7 x 9 9 -mm ( W £ tfsm/~? 9 n 7 r - ^' ) 



yWmtT (Miffs E-^p^^-y) coSKStt, ns 

[0309] jsw^—fflfsitfitftfcaeissns t , a? 
4. ^oasw^tiimff^ Lv^gw«, mac^j;t>' 
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fc£ 0 CD14(iae»S*i-5t. W/v^n^r-^ 
SrMitU IL-1 (Schutt^ 1988; C 
hen^ 1 9 9 0 ). *3 «t t/fc % £> < ffi^lf-f h#-f 

IBJitfiVvESft* I gECStSFcR ; NKffiflSi 
tjL^£f§;ft-& I gG (CD 1 6) CStS F c R ; *5 
ctU r TifflBB<^ffi±CEV^S^SCD2, CD3i3t 

£*i6<0|*L CD 1 4 WW^ai^a* L\\ 

[0310] mmmmmcoffliz$$\\x , mmmm^ 

LT^&iJjWC. Zl#Itt(Fab' -Fab' ) fit 
C D 1 4 /ffilSfift ( H\ SMr^77 -VfiOK 
OV-TL3CS«ffi-CEA, 9. 2. 2 7ffl, 

4fc(±IP*|JMaffiIKfc:Stf-4MOv 1 StSftO fcffitf 

YfrTS (Schutt^ 1988; Client 1 

990 ) D ffittft3tLfc*«/v^o7r-^a. SlB 

SffiStt^lT L (Palleroni^ 1991), 

* l t «siflL« Pimm &±co e - * v 9 * >mM §r -nr 

*?<mmi-& I L-ltSitXTNFfrftffi^i (Bev 
ilacqua^. 1 987; Pober^. 199 

1 ) . 

[03 11] (MHC?7X I IWSL) ^?tmz$5t l f& 

— 7°t±. HLA-DA, HLA-DPfeiVHLA-D 
Q^MHC^7X I I fiilS (Col lins^ 1 
9 84) T**. ^7X1 IfiKl th£*fr»lffiB 

£ix& 0 (Co 1 lins^ 1 9 84 ; D 

a a r 1984 ; O' Connel 1 199 
0)t)iWyt'f(Groenewegen^ 19 

8 5 ) TcommzxK}, ftLtgpi&mmizx&p^x 1 1 

NK»j;^CD8 + Tiffl&fci i> J: Offi^gJK 
tcJKsftSfi* I FN-r«L5t#ft^*$^?»; 

[0312]MHC?7XI I fitM(iJflL«l^**H3a«^ 
SOt^4<,7W(Hanimerling, 19 
76) JSitfhb (Daar £> s 1 984) <Z);K;frK:i3 

flfjjScW (constitutively) K^^S 0 
r IE;t^j ^±TOMHC^7XI IfitM^JI^ 
«>. ^fL^otia^t:(iE-'tri^^^yBi: 0 «±ffi*T1i 



^^SS^WM^tg^^^S^^nx^yyA (C 

yclosporin A ; CsA) (Groe 
newegen^ 1 9 8 5 ) ^)MWfflf:HU 
ftffltSifcti^t. MHC^7^I I tfiJK^SIWJS 
ctt^RW^Lsft^nrififc**. CsAil T«^i^NK 

«^Stt^SrReitt-S <! fc £«£ oTffffl L ( G r o e 
newegen£>. 1 985; DeFranco, 19 

9 1). ftlCiot I FN-r^)HW ( b a s 
a 1 level) £ ft&iifcBtf & I I <^%3I 

[03i3] ^i^ftaanBHMisiru. ?7xi i« 

A. B„ C. D. G 2: C s AKIH3i-rS^ 

»S^^flB^fflSUC(4. FK5 OSfe^^^y 
y (rapamyc i n) &i^t~tt%> o 
[0314] lot, MHC^7X I I^#i3±VW« 

I I M£ WffltS?t^tM6%M^c s A4 Jtii 

i^7xi i £ t sWjfijB 

3 0 mg/k gflsfi^-^— TfcSo jE»ffl«l*lT 
[0315] ^<7)%^. KM^fS»t-^>~fi#Mttfit#: 
?-MMb\i.. -m^z^iV^-TWm (T H ) *fc 

atfa7/W7- (nk) iix^^jfe 

JMKTtt, 9 "7X1 I WBJto9&Mfi I F N - r Srffl^T 
T\ TllStliNKlI (CD 1 6&mmZtL&ig) 

co-tf^r h77-f y^mtmmt ltcd2, cd3, cd 

28, L<liCD28. i i: 361*34 

[0316] mm^T'imitzti&^TmMii. ssam 

m izmg-t hi>cr>X°fo%,. »(: b *> T A %> T 9 -fe x L 
5^ I lKM*KaW-ft. 

[0317] — ;fr<0T— A#JWSfilB[fc*f LTl^tttfL 

TV^~l#Itt(Fab' -Fab' ) 
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SIIti^TM^ni. I L- lfcioTJIWSfU. 
(Burrows^. 1991 :Ruco^ 199 
0) ) JS2 <9fl#i: T«2rCA 

-f£<I fcs&^^flT^S (H e s s 199 1 ; Ju 
ne£>. 1987;BjorndahH, 198 

9) . 

[0318] m*<oy A yjia yffimkft^Ftett-t&ifi 
x x/mmit. 4-T'« v * < ■O3&»<owm* t i -5 1 tea $ *l 

Ti^ (Schuttt, 1 988 ; Che mA 19 
9 0 ; ta cfcl^ J u n e £>. 1 9 9 0X\ fftfMS 

^ (Clark^ 1986;Ge PP ert^ 19 

90) . 

[0319] $ h^&nmmmxn, ? ?x 1 1 

ffc^ffiffl^jltT (Streets 1 989) ) fcj: 

F N - r co^cJifii- C D 4 § Z. b lz «t o TH. 

4. 7=7X1 114, -ecofJL Mi.tfllt«rtaJ^t5^TW 

[03 20] itfDMS^E-Ftfc^TJi, — fl£WM{4i& 
t$!lJl^ffl*<50fii:-CD4^a:-5T*mrtMBL, * 

fflSti, $R&\ *tr4~*t;l 0mg/k gflsfiCD:*— ^ 

--eft*. i ?m-tfnu%ixtzm±. mmmm. 
nmm±i l zw%ztihimizttLxmm&i : %. inf- 

Mm>\tcOTV>;m. CTL) jMMKSfu JflUttl^W 
I FN-rSrStil-rS. cicoX ^AYJiA >cr>m 
[032 1 ] I FN-r££jft^4T;M&?n->-ti. 



5|5ffi<7)Jfll?S*^ iMMazzocchi^ 
1 9 9 0) .04 U>V— XlttM»<3+*»6T*4 
(Foxf,, 1990), ^-coj: d&TM^n— y« 

T) M£t)«L ; W*4«Sl'tv4Mtt*fflV^«»t=ia 

ztsmz-tt zcrtik. mm\,zmm-th&$m$:4 >-t> 

ntfef; ( expand) IFN-r&W 

[03 22] #flas!lc9?n— ^coiM h#>f y^Hi^? 

— >-£ 1 4 Btet^tS^S <I £ lot, it I FN- r 

fELIS Afflf (Cherwinski^ 198 
9)5rffifflLT. IL-2. IFN-r, IL-4. I 
L-5&XVI L- 1 OiOfffttCC^TTv-feW Ztl 

*. t h i ^n-^waw^^f h^y^i^- 

>-T'3fe 4 . it WOUCD IL-2i3i;y ; 'IFN-r 

a &m^xmmzti&« 

[03 23] 6l-CD4fiMU, S-CD 

<?>mmm Am 2 4 mssm iz^m^ h 1^* § ti -> 
x mxw ztL& msimrfflM 7 a - > comm % ± t 

991). 

[0324] MHC?5X I I flJ0J-|^#^c7)V^tL$' 

ffiffl-TStLTt. BMimZti&iK-fyXl itm 
ODJWR/v 7n7r- 5^3**-* «t 5 tc« A ^=5:V ^ t v > 

o mm i. *) . mmtzx&&niiiimt>ti* ? xhh . 

M(Lowe^ 1986) „ BU ^^Mft^tClB,! 
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f-O-t"^ m I X/ I Xalf, gX/X aif, 7° 

y„ PDGFj3j:t>'i cam- i j±„ hnyb'yti-j 

rii3fLl. (Sugamat. 1992; Shank 
ar£>, 1 994) . 
[03 29 ] f-?T. 

* 9 y h /K-Bas- SiftStttfi^^'Iffl § . fit* 



HlVitetta^ 1991) . 

[0325] mrtz t , *m&mmmsiB&M!t5* 

[0326] — jRWfc3"->T . r MIttj OEfiST* 
£tli:\ ^Ji{i'tt«l*ItOTFl3a«K-CD2 8/i5i-M 

•SKttj i: LTW^ixSo ail i^^^i+T' 
Si t^?iJB3LT^S^^T"S>S (Yamaue^. 1 

990) „ m&mt5&v : 3Mtfy<r>m-&. ztimim 

TOffiffl^lt»iLl«{±, B7 2. 3 (fit— TA 
G-7 2 ) fcii/PRSC 5/PR4C 2 (fit-Lew 
isa)4ftH9. 2. 2 7 (fit-S Mr MfeBfit 

M) X"foh» 

[0327] -^x^mm^mmmm^mz^^x . -? 

?U7 r-y'/miWF B 1#:^Sffl-r-g)fit- CD1477 

mx^mmmj *u«- s«k*<om t l t , fit - h 

ER-2. B72. 3. SM-3. HMFG-2, fci 
VSWA1 l#*£>.g, (Smiths, 1 989). 
[0328] ( ( c ) 37^i5yli»ttV-*-) 

TAB ttE IV 



(Sugama^, 1991 ; Shankario, 
19 94) 0 
[0 3 3 0 ] £>&M± 



±.lzE-^is?j->&£tfP-*is?J->ti i ^t$tL 

[03 3 1 ] ((d) ML^^ffliav-^-^M-tSfit 

^i^(ifitJStMt-Cte-^Sft7J^-fSfitft^ffiffl 

®^HcM-ri>fitft^#tf 0 ^ivjoitx^vtc, 

[0332] 
[314] 



J fM* 


4K /». 












VlII R Ag 




10D 


100 








Rattig t 
old 


30 


10-20 




TP 3 




Bruland 


SO 


10-30 




HC-1 




Zardi 


60 


10-30 




TV-1 




Epstein 


lOt) 


100 




t.H 609 




Cheneoh 


as 


70-8O 




TEC 11 




Thoirpe ; 


10Q 


100 




TEC 110 


VEGF 


Thorpe ; 


100 


100 
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[03 33] 



[*5] 

TADLK V 







TEC 1L0 


TEC LI 


Fri-5 


TP -3 


BC 1 


TV- 1 






3 . 


+ i- 
+ 


4 + 

4 + 


4- - 


44 

44r /h » 


4 


i 4 

ND 


44 
NE 




1 

4 

2 


4 

4-4 
4 V 


4 + 
4 + 
4+ 




ND 


+ 

+ f- 

4 S- 


4 + 
4 + 
44 


t 




3 


+4 


44 


-h 


ND 


4 ^ 


44 






2 


+ 4 


44 




4 




4-44 





*^BJT'ffifflL#S $ 2Ii««i, Rett 

igt (1 9 9 2) feiWangt (1 993) KJ: 

-j-riBtt^^, b b^jas^jfii^i^^ii^ti^^ 

[0334] K i m£> (1993) iZk^XsEMZtlfz 

[0335] t h emmz-j \ ^xmrnoxh &zt mi 

MfciSSffCV^l^PtflctffifflUWS. «itr, Ven 
kateswaran£> (1992) Ji s ift- F G F 
MAb s<7)£j££f2SjL?t < > Xu^ ( 1 992) II F 
GF1/W- (fig) 1 6fI<7M 

vw&kxf a ymmwtf v ? n-i-ivx, ±v * y ? 

Massogl iat (1987) t> . F GF(;:£l"f~l> 
MAb sHRftLfc. 



[0336] ((e) -^MMMzn-t hm^^m 

h^^m^m^k. mswtmz* \mth z. t tan*. 
x. vxritzj; *)mmi>zmm^tit ± a a^o^^t. 

m t tz i&mmm m^mm^ h%htitz trimcomMmcom 

[03 37] ^.Pl3iJfll«*rt^W±(C# 

fit- s wgazft -t h mtk £ h fc *> cos* h -frmz 
M^ifli^rt^fflsatM^-sfiifro^BJc^atT^j 



4Jll1frt&iH^^iW8*5& J ffli'^4)*L4 . J: 3 *» 

ftmmmtf^x-msi^ti&tf , z.ta*w&»^ ? 

[0338] ±IB*ffiW«S(i. >f yh' bnTttStf 

L * iMJB^f ft tfoBflf P-f tigift A > htm h X 0 =5r . 
l*J & WHS * JBWIHI^MfiTlWaW- 5 - k , J: WBt« 3 
»f 4 i i: Sft-frr* . ::Ti, WSWffiEfloWKJS 
i (S^ffift L WfUco KR^4> § r N A IS 

[03 39 ] i <0jStW fCffiffl*Eia$ix 5 jPJjftS^l- 
fcW&itDJfiJi, Mi.«±\ bbMWIRrtifeWJja (huma 
n umbilical vein endothel 
i a 1 cells; HUVE ) N b h&mmfkWlH 
AMM (human dermal microvas 
cular endothelial cells;H 
D EMC) , thmEffiMft&MM (human sa 
phenous vein endothelial 
cells),h hAlfflllSF'l^fflaa ( h u man o 
mental fat endothelial ce 
lis). ^(DffiWb h*ffljm«rt^fflJE. b hE&c?>%ffl 

m^mm/xKxhh , ^mmmm^mmzm\ mm 
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[0340] ^BMmmizm ^X , r Ktsafi^B j 14 , 
tAfco4feli-e*U3Lh<?5»ifci*'^4'^>f h#-f y, 

s. RfcKfflWfctt. mmMW&mt. wiztuzmm 
Muffin $ *i s tsutgtft* 1 1> mm § *i s . mm^^y 

[034 1] ±§ffi60PM^^tffiffl§ixl»M^^W 

ZR-75-K T47D, SKBR3, MD A — 

mb-2 3 i^-t"<73fL^>iHsa^sffl^s i tmit L 

t\ t££flM£lf£)ift&, HT2 9^>Bi:|5l«DLD- 
1 , HCT 1 1 6^L<J4SW4 8 4£{;iSWl 2 2 

Mi: LTaS.§ii#-S>o Mtt6«9*§-3\ NC I - H 
6 9, SW2, NC I H23, NCI H4 6 0 , N 
CI H6 9, 4-fctiNCI H8 2*i. WtLTfS 
H-feJlcoJl-^co^V^M, DX. 3. A3 7 
5, SKMEL-23. HMB-2, MJM, T 8 £fz 

[0342] —MWmZtit t , WBIIIHfct-gtEli:, 

-law ^-rest-f 4 r o , ftji»(aB74v ■> ; fc mm 

3*14. b hflmtftANUB (HUVE) i/tat hft 
HifMi(HDMEC, Karasek, 19 

89) £3iHi-*-4£fcjWJ*U*. ^^tMcfco 
fcKJEU ^(~f#£>:fi&;^£> L#>L, -fyb* 



IBWSfrC^S. EA. hy9. 26, ECV304, 
[0343] -0., M*ti*-tSfe£ft*fflV^-CMat 

?-*-i:«t4MAbs mi-f h mm 4 -o < TO 

t-^J4Stlf#l.o IWI Koh 1 e rfcbt/Mi 1 s 
t e i n (1 9 7 5) O^HHt- «fc oT^§tL, OTt" 

[0344] -IWtf-^T, 3W»Snfcl*J&«DB*ffi 

fflUMAbJ- MS-t 4 ft ± L v ^ffifi , KlTco^m & 

( rjBMHBiffij ) tJWWfflfi*«R3& i feIt l 3ffiU. 
HUVECS0±g*^5 0% (v/v) t0fi**?tSJ:^ 
4J;-5tSPi.4„ 2BIB<0^f*«a, HUVECIi^f 
*e^(cIHJR§#x, 1 — 2x106 Mcr>fflMfi i -?*7Z.cr>m 
Kl*I(caA$tL4« i^To-txSr, 2aralwFHlPiSrt3 

ivt 3 0* o se u ftKo^eaHkiiff JKn^- h i 4 . 

3 B«, L . WmcVTu h 3-;K K o 

h 1 e rfcit/M i 1 stein, 1975) iZfit^X 
SP2/0 #f$M*BK t Bi-gr t , iS-tU^RJSffi * h 

[0345] sai; U4ti.A^7'y Y—~?<r>nv9 

ygyH, vSttft S tiT V ^ v ^Jfll*^^ t BMW- 4 fil 

(R^W^U H— V(4, MiH'EL I SA, R I A, I R 
MA, I IF, itzltmUcO^&T-/^^ IfflV^X? 

<7)«(C ^5E«jaffl(clSLT^fiJ$tl4M4 L<5r^Sf 

[0346] ((f) Kxy K^U ym*) ±IB^SW 

<0#S<0MT1±, HT2 9^yMfflJJ&*fflv^TM-fbt#*fi 
SrPML, OWC, i*X?:fflV^TiS#^cOHUVE« 
*3W«Lfc. Mat LT4t)tHT2 9-vSffi-fbHUV 
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mt LTffl^tU s^y'V F-7A'y^|±HT2 9- 
vStt-ftHUVES3Ba*ffiffl-tl)EL I SA-X?U-~ 

ixfz. 

[0347] Mfeft&Mim#4&£VW6\*l&M®ijL 
#:1 1 (TEC4fej:I>'TEC 1 1 ) b #^§tl.7tMA 

bi±, ±IEfiStfi6fflL"C»6#lfc. TEC4fci^T 

eci lfcJ:-3TBaiS*i4KK<i, *»Wfcl44HPx 

yH^'yyT'abl) TEC4fcJ;U f TEC 

l H:J;-)t ts^S § ft & x >- H ^ u y±«x tr l — Tti 

f!RR3 WiHUVE *HflScO*HM*ffi±. t L . JiJiftS 

■^*MAb|*tT(C*J«SaTV^4. L*»U HUVE 
CiftttTCM- Stt-ftH U V E C fc (?) 

f a c s t Mtf^f&gmimmifc*. -> 

flf-T-S £ t «t "5 . TEC-4*3j:y : 'TEC- 1 Hz£ 

i x mmz tih x tr i — t>* 4 4 g 4 1 § *ut &m 

^(GougosfcMLetarte, 198 

[0348] i&nco&mcDiA^yvT'v yfit* (Mi 

H\ Go u g o sfciyle t a r t e , 1988 ; G 
ougost, 1 992 ; O' Connel 14. 19 
92;Buhringt, 1991) tf&WMbM&L 
TttfflS*L»&3& 1 , TEC-4tJ±l^TEC-l 1 m 

^-r# i £>-e&&. TEc-i i liimwte^rtfiaiwsi: 

RJGttfcSSSSr^fcA, #tc#*U*. tec 

—4b tec — 1 1 i,mm^srs> *) . ZtL 

[0349] MAb TEC-4JJ t ty'TEC-l U 
t&KVSthWt, f ; 5rt)*>TEC-4 iftliTEC- 
1 1 £ |s| tx b° h — TT-cox y H ^ U V \z1fe&th i 

{iTEC-i i t Ntxbf— ttxv p/ijyc^ 

fca, mi&om&zmm^&zbcox%&m*co$!M¥ 

Xbtfi;flo5*TEC-4iJt(iTEC- 1 1 cO-Hxi: 
R&S-'f VSL WliJi'I gGl ttitel g G3X fo&tg> 



AcO^cT) i 5 fr— SUfifffi«T1i. TEC-4 4fcl±TE 
C - 1 1 Sr^S*<^-r^Mn:#:t*t=*M^M-&U 
T , ^XUMX^t—hLfzEL I SATl~hWx 

4£«4TEC-1 lfflfccr>fr&miii*r&ZLb&T%* % 
fl^CO^lt, TEC-44/:l±TEC-l lCHvfft 

%>b n tx b° b —-rzmkth "fx vmkcrrtr&xzx ~> 

[03 50] TEC-4S)ttiTEC- 1 ltfXlti 

-4±fciiTEc-i i *tftaj"HriKraai-. «i.trtr* 

ft£l^§:fU>^t^XhKtt£*£«*^Jt* (M£ 
l£ , 1:1. 1:1 OfciVl : 1 0 0 ) X'4 y**.^ 

TEC-l liSflctf)RJ6ttfc7>-fe-'f U iixSr. >f >" 

<, TEC-44ftliTEC-l lfiiflcta. ^tlA»«M 

(=i*mt»»S:«!ajt-4i4:fcJ:oT*aiS*L4. TE 
C-44ftttTEC-l 1 £|B|txb 0 ] — 7*K*S^-f"5 
K*{4, K-^fc:o»r^TSfcR«fcar&t», TEC -4 4 

ixtLmkcDm&com$-< / z£~?xmnzti& . 

(4. «aiSflX:TEC-4 4fc(iTEC-l lffi#:§rT- 
l^ELI SA. R I A^^Wx^^y/O'y b ; X. 

y V V V y 0>f&8kMKl& ; hbxyp/'J^ 

sffl^ajflaoE l s a. r i Attzit^&mmkB ■, 

mmtfs/gm ft£M^WS8&3&XM*& ; H U V E c 4 
fciiTCM -^Stt-fbH u v E cmMMW^X b <?)Kfc 

zcDmm<7)JTmtfMi>imxfo*) . TEc-4fc± 

If TEC - 1 1 IZ X -5TISH§n?»Xt° 1 — T#'4 4 G 
4 (GougosfciV'letarte, 1 9 8 8) CO 

*ti b im% h^b* ^ttzwzwmztifz . 

[03 52] ^*»*ftT-^ L*rV*Kffi-pc 

<^S^Stl/STEC-4iit*4Jti4TEC- 1 ltJfrCO 
;H1<4 , fill? tt/t fit* bmt.94 TcOflli § fLT V ^ 
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io%— 50%. i3ta± L<i±mi : iooct) 

[03 53] r^MBU&tTy^ j Offifflfi. TEC 
-4SfciiTEC- 1 1 hV^dffl^ttS±iesOl^O 

ttco^& & i co i: £> |s] t x t: h -7t'Sn L . tXibM 
v -t -i lz X ~> X $ ft h Kfrii . SIl^l^ 

[0354] ((g) mmnwmm^ u k*>« 

[03 5 5] icomfttCfeV»T®Wi; L.Ttfflt'J>l.i: 
#*6il&J&5B^4fctt'J#yh*fcl,T» VEGF/ 
VPF, FGF, TGF/3, TIECi^fgyiy 
K. M«Wji7 4 7"n^?f>^ VS. JHKfff ( s c 
atter factor), fifffllMMMBT ( H G 
F ) . UL/h«ErT4 (PF4) , P D G Ff3 XX/T I M 

[ 0 3 5 6 ] mzftt L^mmi. VEGF/VPF, 
F G F 7 r 5 U — co^ V)S.?WJa XVT G F /3 T"$> •§> <, 
Abraham^ (1986) iiF G F £ ? a— >fc 
L. |oT8ii^yA7ft F 
errara^ (1991) £ i •oTfgftS^XT V^S «fc 
1 2 1. 1 6 5. 1 8 9. i>£V2 0 6fflCDT$. 

y 4 U<0 V E g f n— Wt§ 2xT v „ 
[03 57] ((h) JS^y FcoMWfc) ffiflcifc 

F*gcojJil ; P i 3*«co*ffitfe^-r S v § fiSAHcM t 

^Oio&J&frti. jWRWSteJEg: 

tzh-tT^—iz^-th, mmm^ v **> y & j zfm 



[0358] (Ks()^^i(^«fcfttoe3rc»4w 

ifccofflMcr)fzmzm\< ^Z> V *fV FaM&M&rt-l, z\ t 

x^tL^mmmmi/zm^^^b^ommcotzMz. 

+ t^ie-T S i t tz i. h . Bfp* fc« U XT V H « S t =Sr 

[0359] msmmumz x h^mztwt , mmp\& 

SMS 7?n7r^J;mMII) 
[0 3 6 0 ] .K«lfiL«^KiSflS^ t LT*fflTfcS t# 

thtL&z^&mmm^tzWjtfyFtLx. eg 

F s FGF, VEGF. TGF/3. HGF (NaKa 
mura. 1 9 9 1 ) . T >tt bPt> ( a n g i o 
tropin) . TGF-a, TNF-«, PD-EC 
GFtSit^T I EIS^U^VF (Bicknel lj^l 
t/H arris. 1992) 3&*S#$*L£ 0 Jgffi^f * 
UV^WfcUT. VEGF/VPF. FGF7TSU- 
^)^yA7fffMKMIHf^ (TGF-/3 ) ; TG 
F-a ; mmW$m=^-a (TNF-« ) \ T>tth 

nt°y ; i/J«i*rtSII«ISf (pd-ecg 

F) ; T I Eg^y^/>K ; 7V^^hnt>^iix 
[03 6 1 ] &%fflC0Wlcr>mMl± . U^?> H-P-feT^ 

^tm^tzit^ttmmco^mmcommx'h^ . zco 

xtl-711 M-^co (amco) UtfyKfc il^NBf^ 
ff^j^^r^-co^^itt^rv^ i^x^coKWi. 

U^>F (M^tf. ««H:T?- (Mt 

[03 62] HBJ!^A.{±. itL^coKfr^^-TS V*f 

X'hK), ^Lx^fW^zMmm^T^'A^yYcnm 
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[0363] ( ( i ) u-tyf-fflffls) ft&mmmm 

[0364] ^rffl!5ri*rftifflJian:7-^-»«EK(i. mf^ 

Wb^^a^XlHpjg^lTfcD. VEGF/VPF. F 
GF, TGF/S, T I E- lfcit/T I E - 2 J^fcrSF 

[03 6 5] ( 4 . £*l«3c««IIW) 

( ( a ) l»7 h >J ?*/£««£*)) JffitSfJwatrisft 

4ffl6ffi|V— CO*ffltt#\ Bi rembaut^ 

( 1 9 8 5) (ci-sTtaas^o ^ix^com^zx 

SScH (BM) V— s ^71 Va5-^X 

7S-y (lm) , v^yii/of^'^y (h 

SP) , fej:t>"7 ^o^fy (FN) eo^fafi^ II 
^a(Cfc^-Cffl*t^ii:/& i ^SiX^ 0 Burtin 

6 ( 1 9 s 3 ) 144 fe, b h<?m&v >smftcr>m&m 

[0366] *^BHT-<?)ffiffl<7)/^a6^if 4 U«&*Jt4R 
I B S T'£> 4 <, Ugarovat(1 9 93)[±. r?y 

Ltw«i^y^7iGP 1 1 b — 1 1 1 at com 

I I b - I I I a ^<7)f£l=rtt .. Jt/jNS<?!)«Bfe*»< . ; 

[03 67] 2-OC9R I BSXt) — 7t\ Ugaro 
v a ( 1 9 9 3) oTJ^frffcSfUt. 1 ^CDM&H 
lir 1 1 2~1 1 9 left ^ , MA b 9 F9ti:-oT!g 
ft£ix4 ; 2-5BtiA« 9 5 — 9 8?)RGD F|£?iK"& 
1 mAb 1 5 5B 1 6 £ <t oTISiSStU. <, «Ifr6 

cox t° h — rt± 4 , 7 -f y — yy cr>y°? -y ? 
mm±.^co^mni.xfy°yx s y\,zi.&ft=?-cr>mi\Li l zz. 

TOAct 9 5-9 8WRGD Fl^iJ^T^bXtt 
{4. ^Oie^iJj&^TOGP I I b — I I I a^v«IOW!lg 



[0368] yyco^cou-tTf—^cvm 

V£^5gU ^tODK^-f^tEH\x-f ytcofflcoa 
■iJVY^AiV (coi led-coi 1) CD%£-&-t7* 
yM*lfc£462#l£SMU RIBSXbl — TSr^uS; 
•f"4. HI^B9^(±, R I B SK5rj(±, JSEDtfy F ( c 

oagul igand) *fflV^W»ft:<?5it(C«ffl-r* 
fzibco^ h -7 b L?*lSg$;fl4« fct, MAb 
9 F 9Biy'MAb 1 5 5 B 1 6J4, Zamarron 

6(1991) izx-yxsm^ix^m^x ate 

ja<ttJHL»*. 

[03 69] ((b) ffijD««MW) ^HB(±, £ft 
[03 70] JflL/J^«4. «ov^jM«St:ft*L*«l» 

mffimz&ft&m^<F>mmt> i %<7)wmx'fo&i)K zti 
[0371] jt/j^t ^commt commm. nxx/m 

[03 72] af£fK?n/£Jll/NR±(clKHS*i.*^»ft 

cOJfll/J^^^N°^KT"$)-l.p- 1 1 5 (Hay ward 

1 9 9 i ) (4. *wmm&\yxwm&w&h . 

ftt&^JS-l (Haywardt, 1 9 9 1 ) (4. 

mmvtfyv t txmmzti&zktf^rt^ti 

Z<n£o%:%iWcr>Vbr>X"fo&<. 

[03 73] Vtfyf^zmmZtL&tigS^®. (LIB 

s) <4, 'J a y Y ^tfi v*zy°? -crmmt-ik * ? i ^ ^ 
D , ^<nWt<yy^im^m^WSt~fh. zti^±, ri 

[0374] 1 3ffl<7)#L-L I B SffiMF r e 1 i n 
ger6 (1990; 1991)fci -?TM^§^ ^ 

tzimm<vmiL<\=iT3rj- ^yv zmm-t-ztubiz 

ffiffl Uf 4 o 777cot/ ^ o— )-;kfiiJfll/J^K#:T-#) 
4MA-TSPI-1 (b hcDhuytfxtfyiSyizlti 
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•t&) 4WCDewe r c h i n (1991) COM 
A-PMI-2, MA-PMI-1, feWMA-LI 
BS - 1 (b b^jft/Ngff^y^JU I b/I I I a 
_k<OL I BStcM-f-S ) HeyaenMl9 
9 4 ) WRUU2 . 4 lfcit/L I B S - 1 ; T o m i 

y am a^b (1992) «OP-G2 ; i> it^Ab - 1 
SCO j -5 fc, 

[0375] m^<^mm t wa.tr. vmmmm. m 

[0376] ( B . iiS^iJ ) #f£HJ§o - fflS&tt36ffltf> 
^2 COT-^ (arm) ft 6 V ->}4^»{4 , llHSrfMitt 

»4jSdJ-C*ft. r «iaiSji»'lj i4, «HEfF, <iS 

#&si 2 msmmcoBmx-fo o #■?> . 

[0377] ( 1 . fcfflfff ) jaTtSrmWti 

«#, asfl&tssniSMS t «4it& h mm^^commzm 

tiH^ & «> 4 , ETFtf) -fe 7 ^ g y co * 

[0378] ( ( a ) Wm=F) ffl«S^ (TF)ii. 

IftM<SI!£lliK& U#S 1 ooffl-fT* TF nm^M. 

ttffi^fcVvm. Jfcffit [MtSMLSr^ ( O s t e r u 
d£>. 1 9 8 6 ; Neme r s o n, 1 988. Bro 
z e „ 1992 ; Ru f &Ed i ngt on, 199 
4) . U&>U JfiL^JMfiBt, &41,*m3jgtf>tM f-# 

>f yssttixy H r^ytcj; ■JSttftSJute*^ 1*1 

& (T) HUB (We i s s 1 9 8 9 ) itzimfeCO 
SSOMMM (War r£>. 1 9 9 0 ) 0nv?ihj&»fcJ: -?T 

ts^Ti4ffiawrr]fciR4>&iKiW4vi ui? twi 

ldgooset, 1992) tl^JIEU -tL 
T, ClOTF/VI I aBf XHfWXag 

[0379] icOMM-rSff^'iSiS^t. TF : 
Vila m&m& , D yliMlSH k L Srf-jttfPS: 6 
"t\ "<7)^H^(± I X±fc(2Xia^£#-$-5«Hlliffi!&g 
■&foiJ s £&L%& (Ruft, 1991 ; P a b o r s 
ky^ 1991;Bach£>, 1986), i^SEfe 

M&mbftZM&LtlfflmT F (BP^tTF) f4. ^» 
T F CO X 1 0 77 1 OMttf fcMtt £ frf & 

<&?y^7m.X°fo& (Ru f 199 1). 
[0380] ((b) mm^Mf ( c lotting 



Factors) ) Inyt'V, flV/V aiffej: 
tfttttft* HV III /V III agrP£ itfSWWk 
miX/ I XaHfiS fX/XalffcJ; 

tflJHHk SXI/XI alffci^iift, ix I I 

/X I I aiffelVlift, IX I I I /X Ilia 
[038 1 ] ( ( c ) ^b'f37^ j.7>"h ) 7-y-tr;l- 

? Hf u ^ tmrnvmrn ?ywn £ ; t it. w 

i 1 1 i amsfeiy'E s n o u f tCioT 1 9 62^ 
fclfl&2&»fc§*Ufc. Kisie 1 ( 1 9 7 9 ) (4. JRV 
H^-SrvStt^-r.|.^b"#D*^^^M^miiL. D i 
Sci P io^( 1 977)ll ^(0#A^(7)7nf7 
- tMXHfJ ffittf tf & <! 2: £ a, friz L . 

[0382] 7 •y-fc/l'^1?-U^b:«!»tfJ(C«^-SJ([X 
(S\ Pukrittayakamee^, 1 983, « 

mp i ) i>£fi:!kj&%iix& Y ). Afoftcommmmmi® 

[0383] ( ( d ) 7nX^^7>y>^J:yMi 
3R) hoy^fyA 2 {4. |*lHtt«0jagKb1*I (end 
operoxides) y0 3 A>. i^i^nV-Ato 

>- 7 n 5J- v y -t- — -fe'fc J: V h n y ^ if > is v x 

(Wh ittle^ 1981). 

[0384] h cry^Hf >-A 2 is itf-teoaffiSIRtt 

(4, Bhagwatf, (1 985) KJEtftSilT . 
Ohuchida^ (1981) ltZ£ oT£©§tl5t h 
P7^t7A 2 Sffilft (WfcHfc£<ft2 ) Ji, *^BJtC 

[0 38 5] hay^-tfy^y^— fe\ felt/Jt/hS 
* ffittflrf- 6 7° a x ^ ^ 5 y i^' y Sr ilrj&t S ffi<7)P« t 

ixf#^» 0 She ntiWTa i ( 1 986 a ; b ) (i, 

( 1 9 9 1 ) (4. fc h Nny*'dff7yy^-I:»3tft 
0>cDNAS!R&L*O*4. 

[0386] ( (e) 7^7V V }§j»<7)ffiW^J ) a 2K 
75X$y, -r^-*>*>« 2 7°^XSyPi»f l Ji4. bh« 
Ifllli('^t : i¥ffit-|>7°D^-^--lriaWMT'S) 0 , 75 

x s s-yy&mmTiz x^xmm^tt^ y < ?<j y 
i(ciots) &mm*zmmizfm-t&mm£Mtf: 

t(Moroi&Aoki. 1976). a 2S75X 
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5 >l&. Wt5fi*=5rlflWHTftO. *«Wti5V^Tttffl 

[0 3 87] a2fiiT5^5>'li«H!S/lW&36 s . -^L 
(iiftCMo roi&Aoki (1 9 7 6 ) IClBSs^ft 

-?ovh/77^, DEAE-b7rf7?Xl?^) 
^ySi^n7f/77^, fci^y^'ijy 

l^ii. r^^S^Ai (LBS I ) rt^0 3^c?)N*ffiH 
S;^-7HBi***^-4&X9X^— IfJH-ffc ( e 1 a s t 
ase-digested) 5 y — tf>9te}Tffl 

(formulation) ^tl.t7rn^^7 

^T^rMP^^fo (^tl^ctl, Wiman&Co 1 1 
en. 1977;Wiman. 1 9 8 0 ) . 2rffC*> 

[0388] a 2 S77X5 y^cDN A|2^lJ (Ton 
e 1 9 7 7) j&*fM"CS a 2KT5>X 5 V 

[0 3 89] a 2 fi77X S y(ctf 1, 1 7 ^ n-t;l/ 
fit* i> 4 fefOTT § . *^BJ«-fi#MttM-^r 'J # y K 
^USSJKHii: LTffifflStVftI), flaRfcf , H a t t e y 
(1987)11 a 2my7^i>i l zm-tZ>2^crM 

Ab, MPW2APi3j:t>'MPW3APSriaret7t„ i 

l x * tiiwnmmft izwm-? s fc» torn s tm & . 

M i mu r o& ,kU^IH5f?L#fc:«fc oTffiliSftJt J T 

[0390] ( 2 . «69G9?£«f^-«aEffl) 

[039 1 ] m2*^I^^ffl^TiS@lHT-^M^J; 
tf3£*r**£, *<ott£««W:» «H^IE**^:# 

[0 3 9 2] L3& S U ;^?7XWZltS6Wyb' 

start- & i i: **^h § tin %> ti*> . M2 m^mm $>t>^ 

$rfHKttj&*2b*. 4£B!lc9fiJ£{i. -MWilttijifr^ 

tTFgEXoirt'fftaftfts^Wfii t-c* 1 ^ -ft 
[0393] ^coumT^mm^m^mm2^m.m 



WK0StK»^»ffiT* 0 , scFv, Fv, Fab' , 
F a bfciy'F ( ab ' ) 2 7 5 h & i: <7)tjiffc<7) 

[0394]ffllil 1 . hnyt>, 7k*U?l^fy 

(prekal likein), ^V/VaB?. S&V 
I I I /V I I I a|f. W, I X/ I X aif, SIX/ 
Xaif, S&X I/X I alf, f[IX I I/X I I al 
^ BX1 I I /XI I I aEFf , 7-x-fe;P^-+M;^b' 

[0395] ( c . ass^a) as 1 mmtwM& zxm 

ifcj&fisTffitSr*. £<afc3fc, Sfifrfkfi«{i, USSR 

ss-s-r s i t a*»rttrc& "5 » ttz. wasmmtt. mm 

[03 96] gSWt^^lS^rtS^SrlPtt-r^^^t^S 

L, X^f t 7 f -t - F 7n 7 F ^ «f I, i 3 ^7 -y -b 
A X'fo h . 

[03 97] iCDj: d&T-y-M tfctt&SB^fiUSfcS 

mwmmwm. %m<?> dntac 

ii^ltt, v-i7n^O-7I/-h, Jl, ^h'oEI^O 

tot- . «fc ± t^HUB i # tf MSc0« Sr fflJ& 
[0398] -S#S14«^#:^«tgtt^^5lf2tffl 
y7n 7 f^/, ELI S A. fflSMIfitfflV^EL 

isa. ^ffiffl^t:^. iiiVajeaHtftilBlBy— r-f 

( FAC S ) Sr-Mf. ZOXo^TvtJcD-gXCO 
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[0399] ±ia*^(iffc<7)S-&T>y-lr^OV>-m^ 

iz. mm&&&t&. at^fcLTv^v^fif^awrv* 

-f o^SJ l o o %<7)g2fiffifc-rs fc , *sjffi#«ffl 

#H'I4 'J #5" F**il*fl:< fci»50 %<0fellli\ 4 o nt 
L<i4. »5 0%3&»i3»8 0%«ia<0lS'&'. ft 

fcjja L<(4. *«>8 0%*>/o*5n o o%^ra«»s-^&7K 

[0400] y H**, 37¥i7>h(: 

y^> Kc7)^<7)T-A«is^r«t^i5iw^i¥fiT"§ & 

^A^yh cMffifflM^)^ £ HW S ^ i: £ 4 -> X 
a^Stl^o i<D4 o%Tv&4te. B2 1-2/10 
H 1 0 ~a^ttSi#:SrMl ^ , tTF ^S&^WVfT) 

m&tz£~>xM^zti. m&mi i tuns fix n*. 

[040 1 ] zaWRttU h*tf)«Hffl«ag£fc5rr 

feSt^utStlii^., 3J», a#co*l3\ 112 

y^li, in vitrofcl^liex vivoT-y 
[04 0 2] lO<505a-ro^«llT-yfe-<(4, £^CJEt 

tf-jt, JSfltWSrZSftStt U #V KJ4 , 7 -f 7" U 

[0403] ±IST ■y-te-f tf>3t3EWfct, 4i\ jlW^ffi 

mm, i imwkfc-fis 4 v+ttzmm . ~mmm®. u 



ior-y-fe-f t(4. ~mmm& ] jtfyv : ~cmMmz^-7- 
< yyztifzmMcon-fiK ? < 7 y yx v ? y FtfiXffl 

[0404] rfi#Mtt-fk^*^<iia««g2: , a^-^L 

r^«w*«sffi j t J4 . rsw^ft y ay h < t 

[0405] ~fi#Stty^>F^2-o^»tt«i«(4 

^m^mm^nxh *) . mMMnz&^^x, tti, jar 

[0406] ( 1 . ^-ftfW^ISSy ( c r o s s - 1 i 
n k e r ) ) HRfc, Sl*4fcIiffi<OltW^4hO«ffl 

=3r S as^ffl^SttSfl 1 fc » A y h >- y % b'comn 

ffifflnzmmztL& y y^-mmmxn^\ Lfztf-o 
x, ^ i±j h^isyiz&w&mmiizmLtzhtiVp&mffi 
mi> ittmuz&^xmmx-z tt\ 

[04 07] b^yXcjD^T. fi!2<?D«^*lt.^«)Sfc 

^r/mMm^mmtimmzm^ti. mm^mzmm 

(MMf. VaickusA,, 1991, . US 

ffi^#tf ( D i 1 1 m a n h . 1 988; Pieter 
szfe, 1 988) „ £fz. tt%)V^hJX?^y (K 
imura*/ 1 9 8 3 ) , 7^ U7-{ is y ( m a c r 
omycin) (Manabef,, 1 984). Y\s— 
t/ (trenimon) (Ghose, 1982)to 
XXf a T~7Z^^-y (a-amanitin) (Davi 
s & Preston. 1981) & b'CDftLCD^lCO 
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[0408] mmmnz^x2~ocrm%:hft^-co'gw. 



[0409] 

sv i 









£ i aiflm 


SMPT 


I TV 1 , ] - t 




11,3 A 


SFDP 




• VJtvT n J BE^^-lfe 


6 . a A 


LC-SPDP 




• jS^X^— -tf-- T — A 


15.6 A 


X, 1 !/^- LC- 
SPDP 






15,6 A 


£MCC 






11.6 A 




t K U )], 




ii-S A 


MBS 








9.9 A 


X/Lrfc MBS 






I 



v i <z>« 









^^—f- 7- Acoi£ 
£ 1 




!fc i «tr ^ >xju;7 




10.6 A 


XA^-SIAB 






10.6 A 


SMPB 


t K 'J )U 


• mm iftm^ 


14 .5 A 








14.5 A 








0 








11.9 A 



— ffl.T$>m (ffitttf. N-tFo^fyX?yy 
F) WyXf^f ^ai (jffll^WrbS) tKjts-r 

[0410] fiEoT, fli^T^a^yfi/iffil 



SflfSmtSo £WKfl*:«J:"3. JEKH&Sfc 
*Cfflv*f»4 ifc**MR6S#iSi:li#i6#i!fl:V^ #tt 

7y>>*. fl)V^l/)VT)V^l~)V^ 'J yll, L 

»S. afefefficOftt^iCOl^Tii. Ghose&Bla 

i r (1 9 87) £#Hgtf>.I i: . 

[0411] ^g^J<502ocOMJ5E*<50^(50^. / <— ^f— T 
-/.(spacer a r m) tiHt^&JISfe ilf-ft^ 

-ft^mm. (flexibility) W . 



(47) 12003-55398 (P2 0 0 3-5 5 3 9 8A) 



ifJlI^tJtfe^WfS. L-Le u-L-A 1 a-L- 
Leu-L-Al aCOi: d&^T^F-X^— ff— CDffiffl 

[0412] Jfo^T'MW&^SttfcW^&lgfitMfcffl 

m^^m^wm^itx ^* . «, 

T 5 >- F **» ft § ft S <0 £ Kit L f# S i t 
[0413] h^f^v "CiSffl-r Scd test ifjS^: 

3B^Jtf>l0liSMPT-C£>&. SMPTii. WSttt 

£ , *wm--mmvmm u #y f t stffl^ & ft# 

&<I£::#ra£ft.g>o 

[ 0 4 1 4 ] ^ < <73St*D<7)flfecO^}^f!l k H« t . S M P 

*X?>-W (p-T^'PtUf/l'TS 
H)xf-;k-l, 3' --/'f^rntt*- FcDi d3r 

3tRJiEtt7 x —JVTV t* J&Wf &ft4 . N-hKn^fy 

[0415] i#»»tfcoasfltt!i(cjDiT. ±mm 

feft&^ffllO^ffl&^fifSiJi: SATA, SPD 

P. fcit^-'f S/f^y (Wawrzyncza 
k&Thorpe, 1987 £«J: 0 3r3RfiS 

[0416] tAt ^VS-irfr^SixS t , ^m#Mf£ii 
a 9 >- F ts «t tfffi<08LAJS«j&» 6 Sf^*3&«4MtS ft 4 . 



ft $> & nwtwt^rfflt r * nifc. ^ < to«ss»f ^'f yffl 

F ^9 7 * -co X o 4, 1M X4Hifc*-?< ««^ra** 

HKtfittit*!). Blue-Sepharose 
[0417] ( 2 . yWK) 

mmmw^m^r^y. ? ^ ma* fc, 

* B W * ilife^ ft fcft i d n AS« * ffl v i t 
3&;6«fc LTJ4. MitT, ythnfciJttifflfti 

a, &w&f8m*m\*xff\'>&& mats, sambr 

ook^>, 1989;fcJ:yAusubeH, 198 

[04 18] HRfc:, Bfi-ir^^^^MSrilsIM^ft^*^ 
« , tfrS- U ^> K 4 lifficoSW'f kfi«* 3 - H f 4 it 
fE^Sfciic DNA^OJ: 3=5:DNA3-FMS, <g@ 
1ST- 4^{iMH*S-^M^Sr 3- H-f-ft DNA3- FM« 

!Ef4)tttcDNA) (cKr^S-^S. £ 
nti, -ft*6^(i. JKHE^*3-l<-r*St2DNA-fe 

y f tftawrBBcasis i & n- F-r 

(S . SA § fLfc D N A IStS J; 0 ±MMt . D N A <7M% 

[0419] »g«-^lSi/;i±3rJf j. 7> i» 

t^awa^ K-r*ae^D n awm 

-(f-y g y\zm^\ ^X i> X v * . £ 3 ? u — 

SJC, Wi.tr, S a m b r o o k £ ( 1 9 8 9 ) fc$ffl 

izmmznx^&e 

[04 20] fflfli^DNASflStj: D^SiiStS 
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> wLemmct fciifflffisttti) s g&oie** #x. 

m-t h F * fr— <8 i o & § * & ^7°-^ FIE 

[0421] asiizstMitt^w^ituxrvHtt, 

£\ KHLfcidt, -tLTflfi^-f— ^3&»6«S§*i& 
cfc 3 tttWi* if 3 . 

[0422] mtamLa i o^jsia, . 

H#«W»rSI?{4&*-ri>^.r^h'Sr2oco-ft^ 
[0423] m^M-ir. ffiWX'fotUi . VX)V7 4 F 

C J: -a TaSSSilT V ^ * A.^ nliM U ^Tf - F 
(0!lx.{f. Lord^ 1 99 2«H). 

[0424] at « Srlf^SKK*"?* ^^^KtO^S^H 

f U^7r — yDNA, 77XSKDNAi^3XS 
i4\ ±J§§*. B. subti lis) ; fMWlbW/fflll 
KJ&£ ttJtS# ( M£(f , Saccharomyce 

s , P i c h i a ) ; iWWKW/WaWn-KKOt* 
v ; j'^fO-'y^WTMV) %mgk£it?z. £ 

vmm^??- mm, t i f) izxvbw 



tt&vBSUmB&k (Mili. cos. cho, bh 

K , 2 9 3. 3T3 ) <7)£ o%W£.Wfifohifi. c\flh 

[0425] iH*^-c-{i. m^tihmmm/wmm 

-FEW. lac zn-KHtfiSr^rrs^^-fiO 
71^— AWCfflB!Jt=a«fS#l.». <int«fcO 1 ac Z 

§ t?\,z^$sm%? >r*?nfflm%nz> . ± 

BMBffl^? ?-pUR278 (RutherA,, 19 
83) ;pIN<^-(Inouye^ 1 985; 
Van Heeke^,. 1 9 8 9 ) &£W> Ztl 

kt/Zffi&ZtuZ:^ pGEX\?^H1 «W-fKM/« 
ftys- h?yz.7 x.7— if ( gst) 

cDjf&Tz-com m tc A o t , l fc 
i$m/mm? ^^i*«g sTgB^^mmsmf 4 . 

[0426] 1 OCD^-ffl3rM*^T(2, A u t o g r a 
ph cal if ornic at^^f^W^^ 4 )VX ( A 

c N P v ) ^}lfe^^%5it"4 tztibcr>'<--7 9—b 

LTfflV^fLS 0 ^CO^-f^XJi. Spodopter 
a frugiperd a Wl^T-iiM-ri. . SW-fCTJ 

/aaiKO ^ - f s^ijii . 7 -? coimtmrn ( m ^ 

(i\ ^ U ^ F U >ag^ ) ^o-y-fcSii, AcNP 
CDfflmT iz ffiB § S . r*»«tt 'J ^> F 3 - F ffi 

< ff A-r s ; b \,z x ~i x , #v a. f u yite 

T A^JStti:^ 0 . iffll (non-occlude 
d) JM-^/W (MxJ2\ sKU-Npyyjte^-fcij: 
o T 3 - F $ fit ? yt «n - F Wz *7 4 )VX ) 

tm^tih, c\cox o^mmt^ ^ >vxi±, mz, # 

AL/tlEf ?rlS§ tl. S P o d o P t e r a fr 
u g i p e r d alKIiSf^/tftCM^til?, 

(Mi.{f, Smiths 1 9 8 3 ; * Sm i t h£D^ 
H#ltlS4 , 2 15, 051 ##JH) o 

[0427] W?LSTS±*HBaT"ii:. ^ScO^ ;FX<- 
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* >vxm&/wmmm^w (mm. m 

WTV^—¥—& (tripartite) 
iz. >f ybFuttsttSSfcteM ytiKttiftifflfti. 

^yyA<^fefiKH«w (man, m®E i *^{±e 3 > 

^tfA^i"), "5, «8fetS±rtfcZia» 

(Mill Logans 19 84#BS) 0 

[0428] ff ASnfc«W-ftM/«HBW3- KEJO* 

3 F>"tS itwsrr&ie^-^t^ ATG» f y£ 

■s-tr^Htt^ffliRftiJw is?-t)v* § eft*. 

^-ryi-tsirflSi&n F>"Ji, 598ii±t*&j£SRWrr# 

Jg«&*#it3££*tf#S (Bittnerf,, 1 9 8 7# 

[0429] § hiz. it A§ti^ia?ij«^i^psff-r§ 
*\ * 3t {4®e? mm^mm^mmm^m^x-mmn i 

imwzcr>£o%:BM (mm. WzisML) is XX/ 
7nt7yy^' (MHi. flJBr) tt, ^>^° 

BMbLXli. CHO, VERO, BHK, HeLa, 
COS, MDCK, 293, 3T3, WI 3 855: if*** 

[04 30] ffifti^WVfl^fflttft OiSKfiT 

mmm/mm v#y f & ^ - f-t s«§^££5e lt 

■atrf&SK?*— fcffl^SJ: UtrL,*. ta±«Ma(i, 51 
HjOSrlSSiMffliSS ($R(f, rot-?-, xyAyf 



Af* , tat t $ tvr&m z mmmmx 1 - 2 a ±m« $ ■£ , 
v-^-tci 'oznmmztt-t&mmm^zix. mm 

tfZft^tlCDgk&mzTyX 5 F £S5eLTffl^&^, 

*^*Jg*L, ijftj&QWc^o— :Wt3 

[04 3 1 ] ^/W^JpLjiE^ -f ;L-Xf- 5 i^y^-T— b" 
(Wigler^ 1977), b^ifyf-V-^T 
^y*X*iJ#y/H^7yX7x7-*' ( S z y b a 1 
skaf,, 1 9 6 2), fcit/Tf-y*^* 1 ;^ 
h7^7i7-fe®fif (Lowy#), 1 9 8 0)2: 

tk-, hg P rt-, ^3t(± 

aprt-WCffl^WIS, .XFFl^b— 
h(C*f-f"§ifffttSr#-¥--f"^ dh f r (Wiglert, 
1980;O' Hare^, 1981) ; J37iy- 
>VmzMi- &ffi&£:H-$st & g p t (Mu 1 1 i gan 
fe, 1981) ; 7S//' i ;3yPG-4 1 8t*rT5 
ffif'ltSr'f't-^-'^'li neo (Colberre Garap 
int, 1981) ; iJit/b^oW ^-yt^N-SlS 
'I4?:W-^"^I> hygro (Santerre^, 198 

[0432] ( D . fit* ) fitfr^^'-M^Stt U ^> F<7) 
IRii: , — <ft t JB«co XfWR mx&Wm 'J ij > 

cofiifriJ:, a b ' MJE5Di D fcfiff^rlif^ffcftti 

itXgVMfiL4i? U 77 i: ^ilStlff s 

Fab' 77 V h ^-XcOfflfiJcftii , Hftfc , 

[04 33] (1. t7?n-t;l/{if ) SMilL 

ntibodies : A Laboratory Ma 
nual,Cold Spring Harbor L 
aboratory, 1988), 
[04 34] ty^n-fil/Mft (MAb) Z%Sfc?Z> 

j?M±. — mz. tfV7u-±}Vmk*MWk~t&tzth<?) 

n— 7-;i/fi[*i±, fflv^ixTt^fitJSffljjgftfc 
il>'7°n F (Mx.(f , jEflMB^fcatiJESK:* 0 . 

5P§M 4 ITC' "=5rv H ^tt*H3 , *^bj 
fitlfll?t<7)±JS:icfflv->A,iiSllj!f»i:, >7^', v^x, 7 
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[0435] m^mxmm^x a w^ii^wi 

*-^'jy^'7hA.^y7-> (KLH) tJi^^Jlll 

itr/i-rsv (BSA)t&4. ^m/sy, 

t F\ m-7W 5 F^yW./L- (ma 1 e i m i do 
b e n c o y 1 ) -N-h Kn^yX?yy^f 5 FX,X 
7^7p, ^/PrKiM 5 F (carbodi imyde) „ 
fc [ ty"fc*A-y7y''(^>'yy> ( b i s - d i a z o 
tized) 

[0436] SiS^IPti3^T*5tS*n<7)J; 3 =f#Sg 

■-f yhTya^Vf (?EMMy cobacterium 
tuberculosis £^tf&2&iG^#«fSW 
Mffllffl ) . ^7n^f7y"aA'yf 1 fcJ:t>*yj<ffi 

-f t 5 - *? a r v a f £> ix s „ 

[04 3 7] ^U^n— ^/Mft#:«*££ffl^£>2fxS3l 

<nn&x-^^ixtzmm<D&M**ry-r x ) vrth z\ t 

[0438] MAbti, * *ffl#rFSS4 , 19 6, 26 
5^- (*BJ!W«^K##t LT&fflSftS) fcfffi^Sfl 

h« %&-tz>m&m$. imm^mu^mm-t^tzmz 

%&^W&33tM-ZiX& . v^Xts -y FOi o 

momm i> t tz^mx-h 5 -y f coffifflii$> & *f 0 * 

£JSftU#& ( * Goding, 1986. 60-61 



[0439] SMBgL fil**^t^«ft|># ; «, 

B'jy^°3t (B«) ti\ MAb^rnh3;HciJ(t 

y y : jx'* * x-r h z. t iz j; o # ^ixr v ^ . -ft 

[0440] ^&ffi§a^Klft**^fii#:je^B U W^3$ 
[0441] ^< ^ in- vffliacoff*^ 1 -OtiK S 

S#t*ntiiT^^J;dt'ffl^^^t#S (* God in 

g, 6 5-661, 1986; x CampbelK 7 
5-831, 1 9 84) . mtii. %M$tltzWMti^ 
VXX*$)&t%r£^ P3-X63-/As8, X6 3-A 
g8. 653, NS1/1. Ag 4 1, Sp210 
-Agl4, FO, NSO/U, MPC-1 1. MPC 
11-X45-GTG1. 7, i3±t/S 1 94/5XX 

0 Bulififfllft^vbfcO^m R2 10. 
RCY. RCY3, Y 3 — A g 1. 2. 3, IR98 

3F, 4B2io, £fzii±mzmffz^v xfflmmco 

loSr^ffltW ;^LT, U-266, GM 1 500- 
GRG2, LICR-LON-HMy2, fe±l^UC7 

2 9-6(4b hfflmm^tmmLx^x^mx'fo&t, 

[044 2] l-pco^fS U^>7XSxn- v*fflja(4A 
6 3 -A 6 8, 6 5 3 5 in- -^jffl^t'ft 9 , C\tli± 

atcc*>^ t A^'^rafitr* s . ffl v it nn& m<n 
[0443] mifcm*kmmfflM£ tziz o y^mmmt 5 

xn-"7«i:WN^ -y F^^-T -5.73^(4, ffl 
*«*5xn-v*BBai:4 : 1 coM-£Xi%.^& 

h l^mmtfzumm^mm uk^mn±fzten$m 

mV.) t0#ftT. f 11^82 0 : 1— #n : litS 
-ftiL^So S e n d a i >7-f /US:fflV^i-&MIJ, 
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Ko h 1 e rfcitffl i 1 s t e i n ( 1 97 5 ; 19 
76) t&a&ZtlXii')* ^LX37% (v/v) PE 
G<7)£ 0^iJXfl/y/ij3- )V (PEG) S-fflv^S 
Jlfr'Ge f t e r 6 ( 1 9 7 7 ) lC«fc DIEKSixTV^ 

& (* God i ng, 71-741, 1986). 

[0444] m&mm£, mm. m mm. »ixio 
-6 — 1x10-8 -c£#»rflKr>w r u -y h 

HUB) *>^>4MtS#i*«fc a =5:1818**8 U*v\ 

*?H2rigM{4, 7S/7f'Jy, ^bM/H-h, £ 
i t/T-f'-fe 1/ y-Tfc S . 757 7f 'J > 33 XV* b F F" 
=>f-b- Fti, 7'J >fc ilXb" U 5 itvnWiV&m&tiL 
£7n >y f-fhW^ Tif-fe U yfiTU ^£ 7 n 

y 7S/7f'J>'4!t(^ hh^-bii 

^4>ih.4*6\ P-sJ-f-F'ffiteiBi: L-Tbjjc^ 

-fyf-^itA'f-S^'yA^^SfLS (HATiSi) . 
Tif-fe 'J >-^'fflv^ii§*i^r, tgflfifcb^^y^y^ 

[0445] 1ffi&m&&m$U ATtfeS . ji ? 
f- K-^/^-^MSStfOS^t^WiT)^^. HA Tig 

MS&PfR (fltf.tf . ttf*4)r>+y-frX*^)#is)Vb 
5^7x7-fe* (HPRT) ) jS^dtLTfcO. -et 

t -eft ^(±^ff u#&i \ b mm± z <oim&&ft u# 

ixS>M 7'y ■/ FT'$>-£>„ 
[0446] i«tg#(±. isW^^f 7 'J F— 

-f 7 'J F-^D3IKJ4. v-f ?-7°F— FT* 

— n— ^oftJRt J; £ t . 8evvc 

MfflWRJEtttco^T (*t)2 — 3}IfS) II^«?u-y 

0ljx(f, A/77-fe^f , bis&ist -y -fe -f , *B 

MtWttT «y-fe-f . 75-? T ■y-fe-f , F >y F 
7-y-t-f 5rh"«J; JRflfcMSK, mm. 

[0447] &\,v£\ SHRSflfcyvf 7"U h*-V(4aW 

sbt,zmmi,zw&$tim2> . .i^sbm*^ MAbM« 

fcftt=2-x>^e*ftW:SrffiT!WfflS*i»i. a^(7J F 
— vo^yTVWi „ S^H-^-ffl^fflfla^ Sin 



^^Wffi(i4^^ yb"hnT"±§*S^i#, * J:T"(iM 
A b jWSjSST®© iz f# ^ W# ^> tg*tgtffi* t g «{t:4J- 

?*§ixs 0 ^■rixfrcr>^mz£*)m±%ti&MAbit. 

r^yfe (Wi.tr. HPLCitii77^f^-^o 
[044 83 5BW#ib«4fc, ^y^n-t;^*** 

7?-ySl"7^f75'J-(l $fe£Sft*»tt^|f»> 
fe#SI§ix§RNA^^i)ilM§n. * LTjtWS^Eflc*' 

y h n -^MJiS ( 0!| i if, ISffl)ia>tfWSffl)Ja ) * ffl M 

f-s&tfiawovM 7y «t d k*fij&*ti, 1 5 

y h' t'^ 1 0 4 fg^ < 9 'J— — 

tcj: Offl/^^tt^^tSikTaO, £«£i:(ia 

[ 04 4 9 ] #fgBJiTM A bSrffl I £tl_ii, b 
h, v^X, Hf;l^, aax?-, -7MK 4 

ii§ ^ tz WSrmmX'fo *) #S . , tlffi 

V7X, 77l, t^JiffioS^JfeO rtHtj 

[04 50] ( 2 . tttgBffift&r&ffiW) •WftSfflKfr 
4^lffi*7 77ytyh (MJtii. Fab' , Fab. 
F ( ab ' ) 2 . Fvt/tlis c F v ) OjgjJgSfciiEil 

*ii. z.mmm^)0y bcommi,zmmzm\^ti&iA 

[04 5 1 ] F caww^S^Tif^KfWWSBlSffi 
fltt 0»4 . M/n7'J ^#fW79/> 

{4-*?"7'^7XtcJ; O^OSMTf 4. 2«F (ab' ) 
2 77^yMl lffiFab^Fab' 7 

[04 52] (Fab) Fab77^>Ml 
«f^-;17nf7-b'tl>S^AM y^j; S^S^' 

o7u yeo^y^^w^MPfct *ont>tin&* j^u > 

(4, i-f. yx^-fy, 2-^i/*7hx^y-/K S 
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7hFJ;Ksulphydryl) MZMTVt h Z. t 
(2mM) ^m^h^V- Vmmzii i5i£tMtl) 

Mkt iotiJt (±*(cawf t; «t o t ff it § *x# & . ?i 

-ffcOgg^ttJi S D S-PAGECJ; 9^-?— 

# T#> 0 „ -eUT«^«H*(i, rnf^A-t:7r 

[0453] ( F ( a b ' ) 2 ) W^ti iVt t-jBiH 
WlgG^F (ab' ) 2 

3.2) fc:«J:4^Wt^«4MIWcJ:i5WIRS*t4. ^fr 
( SmMM¥ft4* l 0 0 x fit^^Jw/w „ p H 4 . 

5, 3 7°C) {4. JSflo6«»Hia^X7P7 ^ h'tS^OC* 

mfflt%tt&B£t,zftMZft.t: I gG***5rl^WR* 
c^SttF (ab' ) 2 79^yh*»*it(4BJrr 
«rt=, lgG 2b ti^£3rfMW£#»fc:S{* 

[04 54] '<7yy(;i| ) 7 7h I gGOM-fkti. 

0. 1M fHSSffiffiftL P H 4. StfTCDifflf. fcj; 

^T- 1 %w/w"vT y b.<7)4 B$R3?M V$ca. 
^aV*fi^-4*ff*ieKfc L ; I gG t feilf'I g 
G 2 a eoflSHBi. SHJtO. 1M ^itStflSS. pH 
2. 8^LT4°CT'l lfclrVCBf«HBII 
MttdtfLTiS^4*£HBSC&3:h.S. I gG 2 b T 
(i, 0. 1M U yK^hU pH 7.8 

tf, 3 7 "CtrC 4 Wf[f| N X^7i , n37*X«V87n 
r-T— If ( 3%w/w) H^^-ygytl.;!: 

[0455] ( 3 . zmiitas:*) HRt. 

ttfiWfccOtlSli* G l e n n i e £> (1 9 8 7) £ 

iOWiS^ftidtc, 3St#tcJSj9rc&*. zisttM 

14Sl#:{±. 0lli.{f. ^>B*SrMB-rS/tA6t (Bau 
e rt„ 1991) BI^W^fflV^tLT^S. — ffi^P 

[04 56] "S^ltttfiifrti^, fcaasaSUfc LT 



(Nelson, 1991 ; SegaU, 199 

»«fiiMt sute-u ^ hifizmmmmizm^xmmL 

TTCR/CD 3a^ftc*flaWt=3B8W«. - t £. i 0 

y wostigttfktgi&jBi^^ ^fl^Ptfi-ft**-* ( s 

taerz^ 1 985 ; Perezii, 1985; 1 
986a; 1 986b ; Ti ngf,, 1 988). 

[0457] mmiz, #>m. y >;m, anus, a x 

(HSE^-JEWSSf-Wv^ t j6^B©S#iT v *S ( N e 1 

son, 1991 ;SegaU, 1992 ; deLe 

i j h , 1991). zix^co? j y-nzmmmmm 
te&tz, m&commmmzttLx^^^frinm i mess* 

nzti?>~w&m&&®v x~v f 1 t 1> ^ffi^^T 

ffiffl-T S i t 4 7t:«H$ sh.* . -*#Mtt^ffK* 

«, ##^Ci: (Wi-HT, deLeijA,(1991) ; 
Clark^ (1991) ; Ri vo 1 t i nit ( 1 
992) ;BolhuisMl 992) ; fcitfN i 

ttat (1 9 9 0) ) (cietfe$ix-g. J: d (cK-5-3*l» 

[04 58] ZSSJMBtflKOiWfc-OVvC ^fg^-PT' 
«4^<^a^*0T'*^»*\ Glenniet(19 

87) 2ofDaH?SiifeK*3&»fetf5Mfl:ttF 

( a b ' r ) 2 ^ ^ ^ ^ F <VMM, ^ ^X'WMCO F a 

c^l-^(Cfc(t§ SH^ii, &V^T-\ o-7i-Vyy'7 
^-h^— \,z3o^Xffifficn>~?V-i S 25C 

i, -it", ;w«-ht-lt f^x-f/^Ci-^tfifi 

77t*S^-$n.T, FJfMWF ( a b ' r ) 2 ^.^nffi^ft 
[04 59] HSL SJiR*. ts ±t^SHtt«a«3«fc 

*6 N Glennie^ (1987) fO^ffiii:, Lii'LH' 

rMmmnm^^mm^znMTh ^ t*t#* ts 

mtf. ffiOSWtii^T* •? , SPDPS^ii: 

ttffi^^'iMS^tLS (Titust. 1 9 8 7 ; Tu 
ttt, 19 9 1). 

[04 60] z^#Mttii***±-rss'J«^rffi{±. 2 

oco^-f yy K-v«Ifi^cj;^^TFD-v (qua 
d r o m a ) CO^figt'fc^. (Flavel It, 199 
1, 1 992;Pimmt, 1992;French 
t , 1991 ;Embletont, 1991) „ 2|s:BJ 

tiil>. 2~o<rxmm&\ 
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-fry f --?&m y a £ ffi w £ # . *lt<jcwc, 
mm L tz z ft h <r>wmmxR s . 

[046 1] ?TFn-^£±j£-rs*f£ UvftiSJi. 

iS^^tS. JJcwr, C: <7)3I 1 <7yg,^faf\4 y" V F 
-7«IP, tfiRJf, 3-FT-fcrFTS Ktf^egt: 

— , nxxfw. iww yy f — -^wii^Hc =t ^ si 2 w 

•y -fe ^ Offiffl * ^Ti^iM* . 

[04 6 2] i9f¥»~J3:, ?T Hn-7TO it>"x 

7 y - ~y^-'co 1 1 cr>mtKM Ah 

5— fcf (HGPRT) Sr^SLT^Si^SfER-f* 
- t &^-f £ . y vf 7"'J F-ViTMOIBERH*****: 

*>t, W2r8-r-<f^r->-^iifJif«ft ( 1 x 1 0 

-?M— 1 x 1 0 - 5 M ) <7)#qtTT-±i?i§-y:-g. . 

/7f 'J V/f S v> (HAT) JgSrfefc: 
OWCifliW-*. *&**&±ffi(2 . Witr. 10%FCS, 
2mM L - ?"/F ? 5 >\ feiVlmM^-yyy-X 
FF-7° F V-f IsV L,fc D M E M*» 6 3r 0 ft § . 
[0463] H2^PJta<0MAbS:*±-^&fflii;W:?" 
>J t«^«S^gc» (Gal f r 

et, 1981) ifciiClark^, (1 

9 88) (ci DIBtUWoh^^^M^SittJ; 0, 

fcjf, 4. 5X 1 0 7 H<5DHAT-!ffiSttSgl«£. St 

T-febTS F ( 'J ^l^W-fk^IAiS*^ 5 mM ) X\ 
M-^mrt-. 3 04J-S*±TH!f«yHL,^: 2 . 8 x l o 7 n 
iOHAT- BttlS 2 « t M-S-t h . *BMHl^ £ 'J x 
fl/y/'ja-^ (PEG) *fflvvrR*U -?■ LTIB 
J!a^9 6 I 7x;FV-f ^C?ig»Tlx-Ftff«-rS. 7T 

Hn-v5&HAT-fr*SffiSfflV^aK-r*. ZfflWI 

mm^mmmz. mm. vit i«e l i 

[0464] ~S^PttK#:£lRl5e-f S 1 OCD|S| 

}£<^JBII«"C{i:, W^n?-f^-71/-b (Fa 1 
con, Becton Dickinson Labw 
are) C9>7x/I^\ Hvvf 7'J F— 7aft«l^t# 



ft. %Lxtm&ft&^±.m ( sn) ^^x/Kcas 
flnsns. y°u-h&m&T2\%m-i y^^-fs 

r;u^ u*x7t ^— tf-fias*sf^*36*aa-c 2 &ia 

•fe^f (Mx.tf, P--h07i-M>K(Sigm 
a, St. Louis) ) ^^x/WC&SjPSftS* 7° 
P-Fii-f y^f^-h§fL, 3N NaOHWx 

eli sau- y— *m^xM%.%ft%><, 
[0465] mconfcmmsB.x'{±, -t°y - l - y w 

«r&IB*fc-3V^Tiflifc$fift. FACS, 

m3m. iy"A*?A yrmm$m. tmm-^m^T 

[0466] ^ T Fn-7^fl Lfcft, -M^ttK 

(5, SfS^iffcfcVvtJia'C&S (Mxtf, * Ant i 
bodies : A Laboratory Manua 
1 , 1 9 8 8£#flgO<~i:) „ 

[0467] Wifcf. mffi.Ztltl7T Hn— V*»6<0± 

fS**, 7dt ^ yAifcti/nf >G-fe7 7n-x* 

*) . ^Sn^gL*^'. «i«f, P H5. 0 

^xyita»«Ti§ai . BsAb ^-#w-rs?ttB 
SSHfWKfcJtL-OWfSiiS. AS^ii. iff 

tn^«4 * fz . ffi^S^'nT' y y-fe y r u—A f] y A (CM 
^^t\ BsAbi\ 3. 5MMV^y^ 

sAbii. mUi, ±Eoidfc:» ^ VI^IWE l i 

[ 0 4 6 8 ] fllB s Abfeiy'lfifttiJ SDS 

a, «itflc<o-sr3Wi!d5r± DSv^^m^^s^c 

Sifrw ^> F fflcotpfflmz&Wr? h „ -9">-r;F<7)jl7c 
tt, 2->oM : 5r^M* i (t^ftS:*-f-^S#:Oi^ft&fli 

[0469] S ^tC. fflflUfiffl}:**, -©tfit*«iraW 
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^IWM^Sg i: =5: S (Van DukA>, 198 

9) . i-^T, ikfcffiU^tS^ttS^rfi^y^n 

itcoate^ . m t tr , ?r- ^'fssi 5^7 7y-«ft 

gX? U— — <fc 0 , ( O i ts ±VM 

orrison, 1986 ; W i n t e rfcil/M i 1 
stein, 1991). F a b 3— FF.*^ 

[0470] (e. misTv-tj > ^wm. mmax 

t/t FMBiS (regimen) ttSV>TSg>5:*ffle 

flKSftfi, **0>1S*, 'J#>F\ ifcttu-fer^-* 

[0471] Z CD i. o IZLX , Z.S#Mtt«EPJ" iJ> F 

tit. *tn»vtfywt* mz r K*»«j tLxm^ 

4. .1*1(4, m^tih^WJfi^tiU%%3S.7'-ay'V> 
T£> 4 #\ ttz teMffyffifctf Z tfO^Jl t £ v vc ffl v * 6 *l 
4 ( E L I SAO^fcrfeVTOTfciMSrri. ) *§-£\ 

[0472] 'J Hli 4 £ . ft?* Lfc 

mmmcDffimmmtmz, ^mmit^ ■, mysmftM 

itr, 77^t^?n7h^7^-, Scorns 
-m . lot ?t {4 ^nuLtcr, mmmmco mm—TMmm 



[0473] — ft, *mi<ozm&m&v #> y 

«, ELI SATvH=>ftefcVVCffl^iS>;h.»6. 

7«e l i sA#jns>sjvcfc d , lt mmwiz 

4^.^ rgtigj (^) tcfe#LT. ^-Tix^^-XS 
trts^Tfcffli^fL^S. lot. 'J^HIl 71/- 

[0474] ELIS ACO 1 OC0JgffiT(4, M^MW 

KJfll?f (cHLTfSaKWt«t»ttT*4 fc»Ife*L4#H*SW 
5-yA7f ^^JfllWT^^'S^ (BSA) , 

^xmm^mmcoimm^m^zi. ^n\%mz^ti 

[0475] Ztl^cDEL I SA^-f 7° (— jRWtlfV' 
FM 1 7fEL I S A t B?(iix4 ) t3*3V^T, Ffe 
fiiMSr r »ffij -T4fc«)(cffll.^*i.*. mi 

^v^^^yKSfiTS^ ZLxm-ftLxim^m 

«*H**L-tf*. H5glt«E(4. *%BJ!^ltas1i^||JS 
JWIfctsv^T, ^Sa^* (iSH/K*) 

* , i t>'/ 1 /s (47j mm sas^M 

i?m«i*(4. m&yTfr&tti.gLtmtmiizisux v 
^yv^mm-t^tusbiz, m^m-cs>t. t^7;i 

(4, S?4L<(4. BSA, ->yr/n7yy (BG 
G ) , ts&W yWMtfl^at** (PBS) , 5r^> 

WC^MSM (MitfTwe en) tf5j§SR-C*RS*l. 

[0476] mmLtzmssamijK 2—4 ^ria, 

#4 L<i42 5 — 3 7TOeSOiBST^ ^^a^.-F 

§ix4„ 'fy^-'/ayfS, KifiiMffifti!*ffi(4. # 

5*#JlHJ4s PBS/Tween, 4^{4^ T 7|g^»^ 

[0477] IS^tSaRfcKIW-yrA'fc^lB-ClfSftWB 
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[0478] ^mcoitm^mtmm^zm^xmia^ 

S £ ftfiW" ■& fc*> * tfe£fl(tt£er£- $ tec t > * IS 3 OD 

, 18*5 J; t/aM^S 

tcJ; Off^ilSo fe«KS«.h LTJi. Mi.(f. K«:B 
iV/nt^vy-^A^K 4fc{i2, 2' -7y 
J-V- (3-^)V-^yX^~TV^ V-b-X)VTb 
>m [ABTS] &J:XfH 2 0 2 &Wft>tl&. 

[0479] _hlE<7) ELI SAN TfcfttC, H^ffi 

&m ) t^wr?* * y # y f **m t^wi 

tWrfVYA 7fEL I SATIS, HiJaftfls**, 
[0480] Z&ftW&Vtfy F<9§ ^^SHIfefflj* 

[0481] ( f . mmm^izzMftmmmcowti) 

Msmsr- (TF ) 



[0482] 1 ocoft^W&MffiSsfttt&^T s *$gn)J 
MTte b h T F coffigm F * A V iZ ft-T h #Stt £ frf 

£3r$-£SL#ti, ffiv I I aH^S^ftj^^Sfcii 

TF/VI I avStt^^W-r^.lt^<. SfVVBWttT 
TF(Cfe-^-ri.<Ii:3EiW^§^ (Mo r r i s s e 
yA>, 1 9 88) . MtMF^i^fcDC, * 

MM ( t TF ) fcffli^fc. 

*S*lfcTFJ± s S5VI I aHftMft^MLiS 

[0483] zcDMmfim&ftfkfflMmmmmwwbm 
i>t. m&m±^tLtz^'r)vxh v ) . z\<n^f )vx-\^ m 

HC?7XI IKK (jEmmmcosSKmMzii^L^ 
^\ JBSftlfJJBfcii y^§ix?> I FN-ri:±^i 
«t 0 , BaSJfiL^T^S^S (Burrows 
h , 1992;Burrowsj3j:^Thorpe, 1 
993) „ WMrttcS-^SaytK^^X I I ffiftiiffla 

(Burrows 4. 1992), 

[04 84] *^9J#^{±. C1300 (Mur) JWS 
^4V7XtC*3V^T, WHC?5XI I/STF71 
^MttK***. t TF t mz&^-Ztl&m^ , B^COJfll 

IWRrttt^-Ji, WSJfil«5fi<oaB«=5rJllHfeefciM(cL, 7 
0%W»T««31«^^TLJt„ nfi^Mttffi** 
tTFMl tTFffftT4Jt(^NffffiTOff 

^a^^Uf^^/Co i^Oi^Ji:, B21-2/ 

l o h i o H#fttW, SWMflSfc iy'tTFj 

[0485] ( G . ^Wffl^ftiS itf* v V ) 3fc5|HB 

vm&wto&Nit. —mzw&m^m^mz*^ y r 

[ 0 4 8 6 ] fflfS ragqsflgfcgjgnirKj 4fci4 r ^S¥ 
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3— KWMMfeiVKEMM. ^3HfcM ( i 

sotonic agent) itMRJRjISPPJ ( a b 
sorption delaying a g e n t ) 

[0487] ( 1 . 2NgP*M8 ) 

Mxfcf. )Bn*]|*U *T4fcttffiO-f-«J:a^flli 

SS Sr e S ftlt ( MSSBfi 4 fcHBPWMi KffifoSSW 4 

ti4fc. IL-ffciSfttf-So 

[0488] anKasifciasieis^ts^srie&s^ 

-*tf> J: 3 ^ffiSWJt afllfcS&S Wi*tf»-Cilll 

;/y-ten-;K WJxf 

[0489] aflfffl^tcjStfcaeWWeJBi: LTti. * 

7Ktt7° o t u y ^ y n -71/ £ -ir*-r & M^rft ; fciix* 

mm) ^MMmizttLxi%.mzti%fttrix%t>%\\ 

[0490] nmmm^J y ¥ ttziiimn. +tti 
mium ( M£{±\ y\mit-r v y *K-fb^ y ^ a , 

soft) iJir^firflSias (M;tii\ -fvrnh^rs 



[049 1 ] ^Mrl/Tteifc,. MiK, *s x?y- 
;K sKy^t— )V ^'y-fen— /K roei/y/-' 

> s ?nn7'?y-ii. 7x/-;i, y/i^t'yit, 

friz- hi> i t^-bf ) eMfmitpTnmmT'mm. 
[0492] 3aw5rfws«f <^*m<^> 

S #i S ffi<7) ^ § -^rr 5 MM b* t ? ;K50 cf ta» AtL 

ilk. ZtL h VfflSfr h *E$L-ft . 
[0493] M*$tLS t . jffiKli, SURffi^fHrt^Sd- 

h, Kt*«rti» mvcomm mux, iMnmmmn 

9 AT) Tm^zt%.$-£ii&i>\ mWfc&*}T-t)V%:t* 

[0494] ^^tftr)fc3aw*afs*ftirtBriEiBrt±, — 

ttl-. ISMIl Remi ngton' s Pha 
rmaceutical Sciences, $16 
(K, Mack Publishing Compan 
y , 1 9 8 0 (*%ffl&tpT&%b LX$m$il& ) lz 

^isyMAlt. (Mxll, 0. 5ng/mg 

A Office of Biological St 
andardsCi^ ^S^X§ i 3 ^^'[4 , 

[0495] i&fMfli, (Mitf. HJfe 

mi i i#bs) tssfii-iafSfi-cws^iiatc, nft 
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filfttliWC, <t<fflv^as <> i^io^xVk 

[0496] AfPJ^ti, C1300 ( M o 8 ) 

[0497] ^>«MWCfcV^T<7)ffiffl«/iftc7)^rgjM 
(i, 1 HBIftfc 0 *7 1 0coSJSt- 1 V)V- h £igT&-$- 
£ft.4*§-£\ StlO . 1 mg/k g t*t»2 mg/k g t<D 
m, &£.lf%f±L<l±mo . 8rag/kgi:fil. 2m 
g/k g£fiD|3]T"&4i:, ilfcOfci^t^SirC^ 
4. ffi«S^4tMI*0««fc:i "3 . m*.W>< t>ti*0 
mtl&'j&fmtetk t 4 . fft-S-K** LT«ffi<7)$> 4 Aii, 

[0498] *f£BJ§cO — ?c?)^a{i- flS?^ ftHttit 

ftWfcfWSti «t V 3 T=¥ a 5 V h te-^rfflli & 4 U 

[0499] fmn&$ (Mti$. mm^mttzim 

CSS S *tf#4 ( M i Hf , iM'J * liffi^PS* 

CT>1z)sh<7MWfa. BSHJfctfJ (time releas 

[0500] ( 2 . siKsrKs3rftt36Fft ) it fecvmtmm 

[0501] spa-^o^rtc, ffitt-fiw^tt-fk-^i 

Ttmz&$-ztift&c ht^i. m^ii sv^*/£ 
{ 4 r j&h ^ x jv co 7 a y ft r -t ; vn \z a a $ ti 4 



M^JCffl^Afx^ ^LTfiBKUi=4iE 
ffl, $T«ffl. fo-f. ^T-fe^, xy^^;l^Fl » 
SjS. xtt-y7\ (wa f e r ) tcfCOBmV 

mmtL&. z\cr>Xo t£tSSB3D^s zxfmmn.. 

hiO. 1 %«vStt^»f M1±3 T^r a 5 y h S-ft-^r 
U#, ffiL< (±^-- «y h C0fiic0*t 2 %— *^ 6 0%cr> 

[0 5 02] m*L hn-f, ASiJ. *r-fe/P=Srifli, 

tr, 'jyiy*;^^A) t&wffl (man s 
9—*. ^fhx^-A r/i^fyiKrir) -.mm (m 

TOW (Mi-(i\ x^n-x s ^^h-x, &?zi±y->y 
l J7^flS«#| 1 . 

[0 5 03] a^Wfl!lcOTO(i. 3— f ^ >-^t LT, 

ffl*#e® ©colli? fcffl v ^ *i * e*co . ^¥ w 
(awftr , ffl v *t>ti& mx~mm&) izmmx-h s ^& t* 

[0 5 04 ] ( 3 . U J|f V-A«l^»ft ) *« H J^~*« 

mmgmvtfyvizttz. mm-c&tnf, y^y-Aii 

SSfti: LTMA^W#4o OT^ffi^ti, 
y-AcoftiWSttil pH, ^-✓'^JKisit/'^tt^ 

©yf&4fltStj&>^ SEftcKSSi: LTW^AI»^4 <?t« 
■gtifctjt. K)W?<V%\MM^comt$:WM:~ti><, z\cr> 

[0 5 0 5] iftKfcjDi.T. y^^«c«SfL4>rt 
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[0506] mwzhy-yy-t&mjut. m%z>?-{y° 

Sfi** 1 * 1 ?, /hSfcW^i'?;!' (suv)ii 
li=5rv^. suvd tf-f X4J-fljt=ijv^%H4t5ltm 

^■S-tro (compromi se) Ji, ^ V Ytpjf < ? 

/KLUV) tcj: D^Sft&o £*t£>te, x-f^xy^ 
[0 5 07] 'J sj?y— AWttfcJPiT^ h57 

ffl^EfiwaiSfcfev^ibwi-iftisaajaut (effi 

u x rate) 

[0 5 08] 'J^V-Aii, klT^4^^M%-&^- 

iff, ~?7v7T-iSteZ.tftf*m) (;il,xyFt^ 

wm^mxizx tmmmmt ems < mmm^^ 

A f*j^ t ottmo^-ir^r t "CO 'J tfV ~2±mitcDfflM 

MtfzimMT (subce l lular) K^ife 

^lxi-ox *)%><cr>*%-xi>.tfmmzftm~tz>fy¥ 

[0 5 09] ffimftlZWttZtltzV#V—A.cr)f&*)VP% 

(fate) fcJ;tXtt®ii, -eix^oftflWttW (Mi. 

t*. aa&e. fc±v^ffis#) t^arr*. * 
no®nrc&&. i DA^v^u^y-A (mm. ml 
zcoxd^±^^mcomia (exit) swRR-r*. -e 



ffira*. — S\ suvil ±9J£^ffl$TO£^-T 

*\ ^rfclfFiifc it/'Kli^tSJJgtPigl ( s e q u e s 
t e r ) ^tih. —mz. Z.(T>4 yt',ft«ttf!l U 

*r y - ^ <n t xz ^ifXti^T v ^sffc <£ ifffl 

[0510] mcommmrnxn. ^wn^~m^mms. 

[0511] ( 4 . ^FJf^t)) JSEfffifflW^cD^a 

4. WiUi, Ztt^Mfmt LT(i. ttUJft. 
**4BBrt* W 6 tin & . ffl V * & ft 4 *5rJ£<75 tu 

afe^-y^x. 5yyy, i*7yy7, axtfy 
y -fe u y x -f r v — h tfmf t> fi% h . 

[0512] ««<%kJ9fHJSHH0fc*fcfflv^*i.», 
MfcLTJi, /ija-ilx-f^it/^M*. *° 

0 . tj J: U y b Wf ^ft 4 . BrM-Cftn 
tf, ftj* SrilLT^jljt-rA,, Mill A 
*>mMm&. trzltmSmm (electrotra 
n s p o r t ) IZJ: *) , fflU^fli. 
[0513] ( 5 . BSffl^Tj^) *^Hg^-S«fStt« 

^to&Uff ( Mi.H\ rRemington' s P h 
armaceutical Sc i ence sj f 1 5 
(K, 1488-1 50 II (Mack Publish 
ing Cc.Eastoru PA) ) IZlfc-oZMM 

^ntzmmmmmmmx'ik^tih . 
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[0514] ^mmmmt. ffimn-wmmv&T*?*. 
oiux-iBiiix. »it<ii^o. 05a»% 

STftfilf. ffiW«4lS# (MxJf. 3t»3'J, 
ifcttitWAL mtt3W=Srif) 

[0515] i<o± d=Srii^+ , r«ttfflfcaiLfc«#»i 

5. aWMBWMfcUTIi, *>7I£, WaW-MJ^A 

4 0, f^h?y7 0, f^Xho-X, ^U-fe'J 
y „ t&itt] 'J , 7°n by y^" l) n— /y t&fty- b V 

0. 9 + 0. 2%cr>&MX'£>&, 

[0516] mm&XBittfflts xv&SMt Ln±, m 

Sfe i jtSSffl i: L T H , ^ U V /l^- h 8 0 , tT'VV 
;K->2 0, ^°n=3f-+fv— 28 2, tjitf-f-OdrHf^ 

y40, f^h7y70, -tf^f-y, myy, t 

Ho^f yif;R;L-n-X, b Fn^y^/PTnb/U 
•fe/H=?— x, 57yy, .x^-yyfe;yn— x, 
^ijxfl/y^ij3-;k ^'J f'-^r^n-;!-, *°y 
b"— ;Pb°ny Ky, ^/P^y^/yfe/kn— xftb'tf 

wrt>ti&. wnmman. m^^m mate. m. 

[0517] ( 6 . ^SS?=*r >y h ) *Hg$i 

£ fie 3 iJHfc < b t -owziHitt 'J # y k co^eut; 

-7 M££*y ETRO«>0>£*irL»S : flfi^aerWfcS 



mmfott ; fiEjgjwM-cffl v ^ tit mft < w x. tr , y ? n 

XtK 'J y ) ; H3: & KM^gPfiOKfti Ji -il±/h* 

is y ; J; 1 0]JJLh<7)— ^(50 ( a range o 

f ) ^a?i£»L 

[0 5 18] ffi^fc-tNf -y btfflU^l.ffS LV^ 

"sit^aji mm, e— tu^f-yiitJiMHc^^ 

XI 1KB) ^^Lft^^fiJ^W^ti-So !5l»Mk 
LTfi, ^mKM^JtiiMffiflLHtc^L, f UIF 

[0519] znkdlz, § fet*5MH«, BflJ^tl 

y ^ y k Sr m 2 co m¥ . ; w^s^Mtt y 
^/y Hi+, vStt-fti7 x ? ^-smffiifcts-e^^^ 
h^-f vMzi. mmt^Khnmssmmzm^hw. 

1 iiT'<7)^C7)SllS^I«(+, 

[0 5 20] vStt-ftfiligC D 14, CD 1 6 ( I g E 
OV^TIiFcR) , CD2, CD3, CD2 8ttl±T 

mm v^y?-mmz &&t& -wmmmab z 
hm 1 vmPRffismte-tts* htmt i < , c d 1 

4»^-^a«fStHSflc4fcIiC D 2 8^-S^Sttfil 

SftLVK cd 1 44«iCD 1 e^i^gtw 

7j->*mm??& i L-i^**t» fl&*, cd2, 

C D 3 , * TtiiC D 2 8<7)fe^£M^TMtO}g'fM: 
(i, MHC777 I I ZWrntZ- I FN-rlMtt 
■6. fi£-?T, E-fel/?fy*^iiMHC^5XI IK 

M(c*s^^i>^ 1 »^«wt*tf , y 77'y k 

[0 5 2 1 ] ^7l!l &mcO&MCOf&ftWb'?T lift 

<Tt> -fi^Mtt*® y ^?y FSr #*-r « m-^m^ 
ti$>m\tzttLxm%z>mm-®t:^Lnz>, -mmm 

[0522] Jf7l <0|R4hfii* 1 oJil±<7)?g t LT 
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[05231^7 bO^#&i: LTii. Hftfc. 5l«Sr 

< 1 & 1 ocoA-f tvk Hiff. 75X3,1, y'jy 

iSH U ijy b & J: WBOBfS S ft * H&ffl # Aft S>*iJk 

tzfocom 2/^3 comyfgt i> t fc-a* . 

[0524]^-/ Mi±fc, zaWWtU^ryHSWft 

[0525] aTcommmte. ^mmnt u^hub 

ntfitc ts wc jy? tcff ffl-r & mam l „ &g ~> t * on 
i±. sat^ioawsft^^ST**. l*»u sin 

[0 5 26] ^ffiSMlZtS^X , ^WJflL^iSEIWjSfKt 

fiffl § ft & m * comma «t t^ra^nH* § *vc v \h . 

[0 5 27] JilT^Hffi^BJWO-gRSr^-ttOT' 

i £ J; 0 s J; 0 J: < a»§ft#STfe-5 0 . 
[0 5 28] 

[ntkM ) 

37^7VN^ *#Jt # # 4 -Mfilttijifr ( -T 
[0 5 29] (A. tm*JiW6rffi) 

( 1 . (A;EC 3.4.23. 



1), El lma ngyg ( E R ; 5 , 5 ' - i^*- b 
X (2--hn^|fi, DNTB) s 2-^W7h 
xyy — ;k ( 2-ME ) , WffiMi-hWJ* ( N a A s 

o 2 ) , texx/w-^rnhvytf-rvxi-y (mh> 

f&7fc ) £" * Sigma Chemical Co. , S 
t. Louis MO. 3&»£>1#/£ „ Sephadex 
G-25fcJ:y'G-l 00^, Pharmacia L 
KB (Pi scat away, N J ) 

[0530] ( 2 . b vmmmmm'?- ( t tf > > a 

ixtMHTF ( t TF ) Sr. 2 -ocoM 

[0 5 3 1 ] Tfffi I : E . c o 1 i fPK? ^-W* 
m, t T F (SS1-218) Srn-K-rs cDNA 

Sr , c D N Aco±S« hoy b'y-ejBf^Mtcit^S ^ - 
^mM^mta^M^z-thy'^-f -?—5' -GAAGA 

AGGGATCCTGGTGCCTCGTGGTTCT 
GGCACTACAAATACT— 3' (5'-y°yj 
V— ; S£?lJ#-^-2 8 ) ' — CTGGCCTCA 

AGCTTAACGGAATTCACCTTT— 3 ' 
(3' -75-^ V— ; lE?'J#^-2 9 ) ^fflV^PCRt 
±0tSKL/i„ PCRlftS, BamHIfeiy'Hin 
d I I ISHitfllU II<;^-pTrcHi s 
C (Invitrogen) COB amH I i3 it/H i n 

d 1 1 ifftfc^tcaasLfc. 

[0532] dh5« wsa^ sse^Hrc^inEit t , 

XS KSr*ffiL7t. E. col ittBL2lSr, ®Mz. 
77XSF P TrcH i sC-tTFSffl^tiffii 

fc. : E. col i*»if>C0tTF<0^3S, SWS 

fcctVffM. jKU (his) -tTFl^yA^ 
4t£. pTrc-HisC-tTFTfiaUBL 

2 1 w»*fflv^5Bas-fr7t. saitgwfsj ( LB±gtw 

10ml) 3 7 °C t^T JSM L ^r#' £> — HAlS^i ? ^ 

[0533] imtmmzmmmiMzmuL , mmz 

ix%3 7°Cl,zXffiML%:i!j s t>tW&Zitfi:. 5 50nm« 

W&tm.tm 0 . 5 tCit lOmlOlOOmM 

Lfc 0 iSSSr, 3 7°CtcT^2 0 iff 53 (^SafliT') HE 

[0 5 34] M£ „ jl't^ffi (1 0, 0 0 0 X g . 2 

l/7Afe/;f)T*l>) . «^--XbSr, 4ml«l 
OmM Tris ( P H7. 5) . 150mM NaC 
1, InM MgCl 2 , 0. 17rag/ml PMS 
F, 2mg/ml -7 b U0fi UVf-A ( S i gm 

a ) fcjgsut. <yy"-f— b* ( 2 5 Offu, EM s 

c i e n c e ) Sr^JnL^jSftSr. ^fifcT 1 . 5B# 
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ffi&bHzm&L. J^wr 1 2, 0 0 0g(:tl5* 

[0 5 3 5]^l/7h^, lOmM Tris (pH 
7. 5), ImM EDTA, 3 % N P 4 0 (2ml ) 

T12, OOOXgtT2 04hHaCviHStL?to 
WiL. f U12, OOOx gfcrc 2 OflffiraMM* 

^7 A. 0. 5M NaCl, 2 0mM'jyi, lOmM 

/3-^;W7bx?y-;K pH8. o (lg^fy? 

[0 5 36] g8M%£ . 12, 000XgCT20 ^TeS 

SftlMMIU f LT±SJ-7t;l/-h'JniI (Ni 

— NT A, Qi agen) *7ACi^ 5 

[0 5 3 7] I^^yA7«mtSN i -NTA* 

MS*. 5 0mM Tris. 0. 0 2 %T ^-ffr^ h U 
( P H8. 0 ) ^t*tf 1 mg/m 1 <?)^ y^SKi 



T4 fl CtT38WU3to 2M 5 0mM 

Tris. 3 0 0mM NaCU 2. 5 m M jItu 
?)V9ttV^ 0. 5mM W?C7)VJ^V^ 0. 0 
2%7yfttf'JW( P H8. 0) (*fS^««K) 

[0 5 38] ffim%2 OmM TEACSU 

> <»5 0 0«Bffifti^Wt^**fci3 l«J (w/ 
w) ) tSStT-ML, -f- LTHR- 1 0/1 0 
mo n o -Qi^ySi^^Atitfc, tTF^ 
3 O^riH^Jt^t, 0-15 0mMJt 
ia^W(C«S^mSP^^ N a C 1 6 2 0 mM 

TEAlfI(iM3ml/*) fclflVVC*ajLfc. 



[0 5 3 9 ] Sfffil I : tTFMDNA ( cDNA) 
COMM. J-8 211 (fcMM» i*60RNA 

tTF^?Q-yft(:ffll*^RNAj, Gla 
s sMax™ RNAV-f fu^MMM (Gi be o 
BRL) &ffl^T*Stt?t. RNAJ, G e n e Am 
P RNA PCR^7b (Perkin El me 
r) ^ffli^cDNAC^LJto t TF cDNA 
Ht*7bT, tJ.T^02^T9>fv-rfifIL 

[0 540] 
[*7] 



5' f*/«- 



J ' GTC AIG DCft TGG CCC TG3 TGC Ci'C STG CTT 



CTG GrA OT A CAA A?A CT 



3' T^fa- S' TGA CAA GCT T AT TCT CTC AAT TCC p-r tt 



£ 0 PCRt»«£. K^fciOJBKS^Siatff^ 

3to Wtfi, 7 5/iM dNTP; 0. 6//M77>f 
1. 5mM MgCl 2 »^, 9 5°CCT3 
0»IBL 5 5°CfcT3 Og?ISL fc<£^7 2°CtT3 0# 

[054 i]*si i . <^ e . coi i * 

3K?^-H 6 pQE-60Sr, t T F ( L e e , 1 
9 94) WRcOfzfoltZm^tZo PCRJfBLfct TF 
cDNAj, Nc o IgMufcH i nd I I IgMat<5DlH 
tffALfcc H 6 P QE-60il ftJESfti^W^ 
»^N**Bfc (His) 6 K?iJ£^tf « ± 5 

fut (His) 6 n-FEfllfcWU £<so*>vV*ttt 



N i -NTA*7^«iUII) 0 
[0 54 2] Jrmi I . tTFfIS, tTF^M« 
H 6 pQE-6 ODNASr. E. coli TG-lI 
KfcJBWKaiLfco mm?:. OD 5 o o = 0. 5~£T**8 
S-frs ^LT I PTG£3 OuMtTWdltiL. t TF 



o 1 



. 3 0°CtCT 1 



fIt«U: 0 Il^l/7fJ, 6M Gu-HClC 
tSWC^JfifcU fU»^Ni-NTA*7A (Q 
iagen)Ct^ol^U:tTF^ 6Mg*t 
8fefrU fU6M- lM^i^yxyhJffl^ 

TSfifcTC 1 6^fSBtff«^5-frfco *5fc?fHSS 
fff (0.05M NaH 2 PO 4 .0.3M NaC 
1, t©L, ^UtTFj, 

[0543] mmLtztTF^mmL. f ltg-7 5 

yb>t«iUH 6 -fU±. 5 

0 0 t T F (w/w) izMLX lfficohvyfy 
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(S i gma) &WMt&Zbtzi:*). SSltT 1 
fflff^ fco fi^ft^yXT 5y>Se P harose 
6 B boyb'>77 4 — x >f ( P h a r m a c 

1 a) taiaS-frSdfcfcJ; 0. hoyh>*tTFfr 

[0 544] tTFil IgV I I aHftfe^L, 
T/JgV I I aH^MKS'ffi (Rufett, 199 

/hs»h- p y ^ a y r ? y ;i^r 5 f y?v*gs$m 

[0 54 5] (3. ^y^rr-^iSft) B2 1-2 
(TIB-229) 'vf :/U Vfc iVS FR8 -B 
6^vf ^'J V (HB - 1 5 2. WTSFR8tW 

S) Sr. ATCC3&^»3to BSf^A>f^yp-7ii, 

RUfc. B2 l-2mm&. A-2 0l»WtBA 
LB/c/nu/nuV^X^WMl^C 13 0 0 

(Mur) h7yx7x?^y bH«cojftL^±t^J| 

I -A d ffiMtBim^&o SFR8»tl HL 
A-Bw6XtTb— Tfc^LTffilfrlU fUB21- 

2 iKftfc^ & >f y * A 7^7 y f - Lfc *#<r -f 7^ y 

[0 546]TF9/10H10 (10H1 Otftf 
S ) IgGKl TF/iV I I alfiS 

MorrisseyMl988) tIEKtfO i ^5 

[ 0 5 4 7 ] «1*MRC OX 7 (OX7tWS) 
Sr s A . F.Willi amsf± (MRC Cell 
ular Immunology Unit, Univ 
ersity of Oxford, Oxford, E 
ngland)Hit Ztlli. TVy^M±C0Th 
y 1. lifflKSBBfrTS. V^7X I gGlfflOX7 
CEftSr^afLfco TF9/10H10KSt£ 

[0 548] ^T<OK*£r. t£*±*fr>£>Tn7M ^G 
T7>f-f^?n7b/77^tJ; D»1U: 0 

[0 549] ( 4 . ZltlttKft^^lS) F ( a 
b' ) 2 7?^>bS, ZrtL^tLftl gG^2% (w 
/v) ^7°i/yt3 7XXZX 5 — 9B#P H WtU. ^ UT 
77^yb^Sephadex G10 0?P7b/ 

77^ti^im^ttj:^#^. -S^Sttfii 

*B21-2/10H10, SFR8/1 OHIO, £3 

±tfB2 l-2/OX7tfO^JGRt. «/h<t3tSg**ifc 

Brennan£> (1985) ^Mtf^tlffL 



[0 5 5 0 ] ~S#S'ttK*B 2 1-2/1 OHIO. 
SFR8/10H10, OX7/10H10, fcit/B 
21-2/OX7^, Ht/h&B&S* tUttl Brenn a 

n^> (1 9 8 5) numz^x^&Ltz, mmm, 

F(ab' ) 2 7?^ybt, I gGi**^^7y 
yT^imtti fLT^n?b/77^Se P 
hadex GlOOtiO^-tSfSLfc, F (a 
b' ) 2 77^>f^, ImM EDTA (PBSE 
Ifl) feiV9mM NaAsO 2 i*ttS0. 1 

m y ym^r v y ^Ajg^g ( p h 6 . s ) ^ 5 mM 

2-^;W7bx^y-;l/iffl^T2 0t;fcT 1 6^0 
S7EL?t, E 1 1 ma rilSai (ER) 2 5mM^i 

»^fc£S«£3te*JmU 2 OXJfcrC 3B*IB», El 

ImanSlFab' 7 7^yb (Fab' -ER) 
Sr. PBSECfeKSephadex G25^*7 

[0551] iLmmmmmitmm^&tzfoiz, 10 

^J2. 5mg/mlitillL. f UlOmM 2- 
^7°bX^y-^*ffl^T2 O'CfclT 1 ^jItcL 
H^fLJtFab' -SH^PBSEtiSV^TSep 
hadex G2 5^#^A£»LTriSU ^LTI6 
2<7ymkfyhMW:LfzW^}Vm.cOF ab' -ERfcS^- 

tfc. a^sr*. RjfcpafcJ: o«3mg/m i a-c» 

Sephadex G100^7^tML, ^LT 
~S#MttK#: ( 1 1 0 k D a ) £B#£ 1 m 

g/m lfciMBU f U0. 0 2%7ylth'JW 

[0 5 5 2 ] (B. JgJR) 

( 1 ■ -»fStt»^M) F ( ab ' ) 2 7?/^ 
y b t3 i t^^M#SttHi?ftO^^*Sr , P h a r m a 
c ia. LKB-Phast system (Pharm 
acia LKB, Piscataway, N J ) 
^S4- 1 5%/7yxy b^/raSD S - P a g e 

^fn^^Xt FACS4Hffc:J:0SfeS 
Lfc (IWWI I ) o 

[0 5 5 3 ] SDS-PagetMltiS (tSiV 

facs, mmm i iws) z^rawKft^a-w 

fi. B 2 1 - 2/1 0 H 1 0 /S#Stt^\ Wffx^ 
^)gS£7)4%*Ic?)* : &^ v-fci^l 4 0 kDifc 
ti5 5kD^lMtS, <10%7?^ybJ 
fc£SLfc. i»^10%(l 

(Vvfta^jBfctf)) jHK«fctf*LfcF (ab' ) 2 

flH8ft'C&& 1 40kD77WyfJ:^j:ot s 

[0 5 54] I ) 
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[0 5 5 5] (A. tm*5iW&ffi) 

( 1 . «) A 2 OMffi I-A^Vf^ 
7"BALB/c BWJSUWtJlTfcS) Sr. T^U^ 
y^^fT^ft^nl/^ygy (ATCC ;Rock 
v i 1 1 e , MD ; T I B 2 0 8 ) ^tlAU^ A 
2 0ffif££. 1 0% ( v/v) ^flSJfijfiLTf (FC 
S). 0. 2mM L-WSy, 200Wml 
^yyy^Ml 00/ig/m UM/7T7>f 
>\ 18mM He pes. 0. lmMMl7S/I 

DM EM (<!<?)*&ft!j£. OT^DMEM±§Jfii:#:f 
£ ; ^T£0fi(3S£ Life Techno logie 
s, Gaitherburg, MDA^flt) *T*M5I 
S-fr!to 2-ME£. A2 0*BBt^LT0. 064m 
M COmmm&T^ D M E M fcSHurf & . £ . 9 

o%s^/i o%co 2 (Dumnm^te&^x 3 7°c 

[0 5 5 6] J8 2 (TF£f§JJh^£b MIS#>) 
Sr. ATCC (HTB-1) »i±. gg^rD 

[0557] c i 3 o o mammsm* . sm^em 

M (<Ztll±.. A/ J ax^^X (Du nham&S t e 
wa r t , 1 9 5 3) ^Ttkttz) frt>WS±Lfz 0 C 1 
300 (Mur) 1 2ffi (tlT, C 1 3 00 (Mur) 

fca^4)(i. iFN-riai/bn^^f/l/XpSVX 

(Mur A A s ) (Watanbe^, 1 989)5- 
ffl^S7W I FN — rSgf^tSC 1 30 01$ 
MII^) f 7 ^ X 7 x ^ y 3 y Ci*L?t 6 I FN 
-r?&^ nU^^f ;kX£. Dr. Y. Watanab 
e (Department of Molecular 
Microbiology, Kyoto Unive 
rsity, Japan) , 
[0558] C1300 (Mur) 1 2«£„ 1 0% 
(v/v) ^/JfeiSifilit (FCS) . 2. 4mM L- 
200Wm K-y'JX lOOjug 
/mUM/7F7^yy, 10 0^MMi7Sy 
iL 1 /xMbVkbyg^bU^A. 1 8 M HEPE 
S s ioit/'lmg/m 1 G418 (Genet ici 
n ; S i gma) JML^lDu 1 b e c c oCDffi^E 
ag 1 emm (DMEM) ^TttRpLfc. ±g*%£ . 9 

o %^/ 1 o%co 2 ^sijgjsiam^T3 7°ctT*i 

[0 5 5 9] Thy 1. 1-MAKR-A7WT 
U W\°«*Ma3ffi* .Dr. I.MacLenna nffcg 

(Department of Experiment 
a 1 Patho 1 ogy, Birmingham Un 
iversity, Birmingham, Engla 
nd) frhWZ, f LT^DMEMraiSit/t, 



[0 5 6 0 ] ( 2 . wmmsmat^ a 2 o«£. p 

BS/0. 2% BSA/0. 02% Na-Ty'F 

(£JIT. FACSl»ti«)«:4xio6« 

/mltSWILft. J82», PBS/EDTA 
(0. 2% w/v)m^77^^«^ 
frTT*iti§ii\ fUFACSlil*(:4Xl06 

WJB/m 1 tSiSLt, 5 0// 1 cOffllSJBjSftS. A 
JK9 6*?3L)Vy°\s— hC0^^}]/^<nimfc J tfc<7)5 Oju 1 

y^^i/ 3 ytt, HOBfr. f ac sstg«rr3[i]ijfc 

»Ufc. *«C0±if*life*Ufc«. FACSlfWt 
lS2 0#lnWl/^Wyfty7^f (F 
I TC ) 5 Oju I CO 2MSttfc*Wfifcj^ 

U -eLTFACS«WKT3Eiac^Lfco 7)V^\s*: 
A yt^-^LtzWM^ . FACScan (Bee ton 
Dickenson, Ful lerton, CA) t 

SlJgLfco -r— Lysis I irn^5ASffl 

^TMLft. FITC-g-5yh>f^yWJy 
£ 2mmb LTffl^^I^ jE^v^jftLjf ( 1 0 

% v/v) ?r s ^xmrntcomm^^K^y* 
[0 5 6 1 ] ( 3 . 9 y^pwco&mmgm ) * /^ o ? 

W£ x Ma s o ntSit^Wi 1 1 i am s (19 8 

0). (Tnbr?;P2 ) izX OfBffiSfti^u^Si'T 

^*MftSG2 5THMU f tt^y?o^7 
^^/>b^*^{±5% DMSOfc j:^"5mg/m 1 
ftisl gGO#ftTt\ ^UtTF^ii5% D 
MSOfcil/Smg /m 1 B S A^#4Tt~ 7 0 °C 
fcTfi?]KU3t e JtvSttli. 2. 5^Ci/^gt4. 8 

[0 5 6 2 ] ( 4 . jfr^5f3E) tFtTF^, Maso 
nfcitfWi 1 1 i ams ( 1 9 8 0 ) tZi. DIBtK^il 
£?u^$yT#JHI (Tnhrj;P2) £JflWC2. 5 — 
4. 8^C i/^g^JtStt^T* 1 2 5 H^SSTlIfiL 
fco 2mg/ml BSAfeWO. 0 2%TyfttF 
) J 1 )AJMtl)PBS^A2 0»2X 10 6 I 
E/ml^iSe, 9 6^x7L^jK^?U^M^- 
Tlx— 0/x l (7xf?M/5rfii!L/t, ^x/P 

(3. |5]tg*«*^8-0. 0 2//g/ml£7)iSSi 

[0 5 6 3 ] [5ltM»ffi^^)2 5ju 1 g/m 1 ^ 

l 2 5 I-tTF£#^*/W;^SJnU ^PJSM^tT 
Ffeflft. 7°!/- rSrlSftU -etT4°C^TlWP B 1-f 
V^^-FUCo IK, 2mg/m 1 B 

SAHftSO. 9%(w/v)NaCl^ffli^7° 
I— h^T^Hgt^L^o M4^l> 
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b°^>y h Lfc 0 y&7 500gCtl. 5ftmM 

[0 564] ( 5 . <Slffly -y-fe>f ) ±m^T 
fz Z b £ fifcwc ffl t^fryfgS ttc . 4 °C £T 1 B#HM 

fU2mg/ml BSAfei^l2. 5mM Ca 
Cl 2 5:MtS7 5/xlO0. 9% NaClCBl 

3 0m i cD^x.ymmm-? i y^nsi.m^3 txi^zxwml 
fz. fttti7)7 j y y >x hyy^^ jfm L £ £r fa £ teis 

[0 5 6 5] (B. SjgJR) 

( 1 . K*y»*Stt) SFR8/10H10 fcHW* 
~fi#Htt£. H&WSh LT«J 2 811 (TF*°y 
7^y) fcitA'l OH 1 OcD^^fyy^F I TC 

-fit- vy x^teK/a y 'J y Srffl^T F A c s t,z X K> * 
Ltz. F I TC-K-77 M Ay/nyj ^Srfflvvc 

com^<^T-2±tf—mmm&mm^zftiEi-h <r t £ 

[0 5 66] ( 2 . mmS) 1 2 5 3 yHftlftB 2 l 
-2 Fab' £J;tKSFR8 F a b ' 
ffl^fi, A 2 0 fflMc>PhM> B 2 1 - 2 Fab' 

^■<7)gsfa^3i-rs-rs?ajs^'2 1 . 5 n mt*$>& <r t £ 

^Li^o SFR8 Fab' (J, 21. 5nMf(l B 
2 1-2 Fab' ItZ-OUXlZfflMfotz*) 5 3 0, 0 0 

0 ^T'S) & « IzM LX , #Bflg*>5t 9 5 0, 000 %ffi 

^4fflBrcA 2 o mmiz^mmmizm^ ttz . 

[0 5 67] (3. 3T=¥*7yhiHSfc<£t^5l?) 3 
y h n t Jtt Lfc , tTF£B2 

1 - 2/1 OH 1 OZ.M#Stttil#:£^tT A 2 0$B 

tTFtttWy^f^-Mt. I&ftfli. 10nM 



ft, <IiOBf , ¥*fe/3 1 0 , 0 0 0^f(7)tTF^#A2 

t t F$g-£#\ y ^ 4 7t-7 -y n y h n— ;k<7) 

y»#Mtti3l* (SFR8/10H1 0 tfzltB 2 1 - 

2/OX7) Wv^fck&fr£ft&a>ofca»&Tj'& 
4. *Ift^K*{i:, t TF*ftJK-$-ifcfttofcEi: § 
fL4 2^<^^<50-5*>t7)lo^£lrf"4 (HI) . 

[0 5 68] ( 4 . «H) Z*H?5!ffiSi:*(C± 9 A 2 0 
«JMC^tT^-l.tTF^\ iSH^SPpUfl^^ 1 

*W$-*fc*>fc:s *SffiB#^>li, ifUlt, A2 0 

M£ 2 1. 5 n M -S#PttK#cfc Xlf 6 9 n M 

tTFfck fcfc-f y^fa^-M,*:. f§&ft!t«ffl$ia 

(i. B2 1-2/1 OH 1 0&l#tTFCDffi-£#Tn 
- h Sftfc A 2 0 MB* 1 , 7 4 / 'J yBf&Zim L»4 
^i;$r^L3t : ^gEMf^, 1 4 0# (fflV^ 

Tt'^m-tSC aC 1 2 ifCO^^XlMat^-OV^CT)^ 

Pal) j&»&6 0fM3fl»Ut. *f!H«tc, ayhv-)Vcr> 

-mm'&mmt. mm^mtimmh^t^tz ■. z 

ft t> <T>1$&T\± . «EI^(± . 14 0 3'X'fo 0 Jt . 

[0 5 69] m<r>ffi9i\i. mn<nm$i<7)m$k*mm£ 

IfWMLtz. tTF^B2 1-2/1 0H1 0TMS 
KX^hA2QMMz^7,mk%:mwfhb, fisXtz 

MU. ^ ^ y u yxhyy ra, i^ia 2 owia 
^MZti&skmWziUfZ, 1 6 4 # k jiM L T jfiL^^s 

tUCD3 6tymz&t>tltz (iVI I ) . tTF«C 

W^SnT^S^fc^WKHiWBWS*!* : tTFf 

*t^V~F (ab' ) 2 s Fab' 
h. *^{StTF(7)J6rmt-i^ : 3r2Oc7)^tt<7)0*>lO 

[ 0 5 7 0 ] #A 2 0 MMlZtfmZtltz t TFtf«f 

±^<yj 1 o gb^xmmcommimmLtzmmi l z'z>\^ 
xcommbomzte. w&mmm&Ltz <H2) . *h 

flaS>3t0 3OO, 0 0 0^cotTFSr^--t4WJ}aii4 
0 #T«H * IS^ t tz , #H!aS) /102O, 0 0 0 ^ 
^tt§iK"Sx.tlili#M» (I90»)fc 
ov^y 1 0 feWEtSS* 1 -?*: ( 1 4 0#) „ 

[0571] 
[^8] 
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1.54 
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£21-2/1 OHIO + l_TF 


36 
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£21 -2/1 OHIO 


153 
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tTF 


163 
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B21-2/OX7 + tTF 


155 
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SFR8/10H10 + tTF 


154 


± 


5 


10H10 F(abM 2 + LTP 


ISO 




3 


10H1U Fab' + tTF 


162 




2 


321-2 F{ab J ) 2 + LTP 


1GB 




4 


B21-2 Fab' * tTF 


155 


1. 
— 


4 



1 z.mmm'\m.fox'fo& f ( a b ■ ) 2 *j jot a b ■ 

75^Vh (0. 3 3//g/l 0 5 «0S/1 0 0/< 

I ) sfir&tffctTF (0. 1 7Atg/l 05 HUB/1 0 
0// 1 ) A2 OfflflSi; i: t^4°CfC 1 B§H. 0. 
2% w/vTs^-f^h'J^AtfT^^A^— M 
fc. *BJfi£8fc?*U 3 7°C£MfiU #/l^»7Ai> itf 

jfii^Sr^ia U -e Lt IS l 7 -f yy y * h 5 y V tf& 

(KS*i.*^iai*iB«Ufc. 
(SUM* I I I ) 

II fflHEff t~2tt & MM t'b^ltlT 
[0 5 7 2] (A. tmfiiW&tlt) 

( i . tan wxm&z&mmiz* -eux 

3. 8%^*-ft^xyKcoi/l omRlzmWLti, JflL 
3 0 0 0 g(:t 1 O^S'MMBIU * LT]fiiat£ 

[0 5 73] (2. it) BALB/c nu/nuV 
^■XSr. Simonsen (Gi lroy, CA) 

[0574] (3. C1300 (Mu r ) ?->Xtf^ 

£WJt=aSttS#lfc (Burrows'/ 1992; 
Bu r rows&Thorpe, 1 9 9 3 ) ilO X'fo-? 
// §§lt. S^-SKWc-Cfc-SB 2 l-2£ffl^£„ -r 
^)fitflsl±s PTfr^^^BH^-S . EiWfcffiVvfcMS/ 
1 1 4K*tttS5r i 9. I -Ad I -E 

d £KKU3rV*. B2 l-2Kflc(4, M5/1 14 J: "3 

t>»l OSWSraiWttfeirrS. ^2 BALB/ 
c n u/nuV^XtCfcOTa^WttMM-^-l.. Wfflf 
fcfflVVfcC 1300 (Mur ) 1 2tt^+f-7"'1*£fflV^ 

fc. mmrtfflv^c l 300 (Mur) 1 2«K, £ 
MWtctiM-TSIBiiS^ffM^iirS^t^^C 1 3 0 
OMfcM^L&rmfi^^-?// C 1 300 (M 



u r ) t l p 3 fci&r$-SfrUv9-:/»£, JETTWiC l 
300 (Mur) fcv^d o MftftM^'BJilfti 
ffefcfcwc I - Ad £M#f *£fc£|»ih-r4fctf>£, 

U#VKW\ I -Ad HSBl&LL&Srfftfll L&V\ 
[0 5 7 5] ElJgW«Sc05|3ico>t^t, 1 ■ 5 x 1 0 7 
C 1 3 0 0 (Mu r ) IBJMr. BALB/c nu/ 

ft 7 ~ 8 Ecov >7X * *tr S=5r § 5QS^;u- 7° idW o s 

[0 5 76] 37^ U^> KSr . *&§=A2 . 5 m 1 CO 
0.9% NaC 1 tft— MfMfflKft ( 1 40jug) 

feiy'tTF (1 lOjug) SriM-^t. -eLTiix^S' 
-?<~7 Mz.zcr>m.-Mh (-tt-hh* 1 4 g co 

Stftfeit/l 1/xgCOtTF) 0. 2 5 m 1 cOffM^a 

4fcJ±l 1 jug^)tTF#i&SWi. ico 
ft* £ - «sOt§*<0 1 O tc*tf 4 5 WBIfc:*)fc o T I9> o < 
DhffVK ^LT|5lttfMt2 0 0>u 1 tOfl 2 eD&St;^ 

[0577] sscKrtfitg*, ai!iw=5riami*tjv^a 

[0578] mm^Rcomi^ MMm^M^lZ^^X 2 

OiOJSLi^y^VHCOV^TMa n n-Wh i tney- 

w i i c o x o nipu* v y •/ nrnzm^xmrnt 

tz (Gibbons, 1 976). 

[0579] mmm^m^mz^xii , mmz. m 
M&£xb7Ty&u«M$Btcm^xsemi,. zlx 

5 0 0 I UCD^vjyZ i . v. aifU K^J2:^ >7 
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0.6ml /-ftcry<mX'P B S SrfflV vt£#«fJfiiS£if 

^'jymmttz (4%v/v) . wxwuyjyw'r 

artius Scarlet Blue (MSB) f 
[0 580] (B. fSMk) 

( 1 . St^WS^E-r^) tulB<7)C 1300 (Mur)Si 
ffi^Ex/t (Burrows'/ 1992) £5fcft-$-&Jt 
«>fc. *fKB#fe{i> C 1 3 0 0 (Mu r ) IK^ 
^OiiSBBST'&S C 1 3 0 0 fcSIltrrS i h=5r<m?lL 
ffi*«F*l&«±.T- 1 — A d MHC I I 7? 
Xtm £ V ^ s^*a£K U# & flIJBtt £+r 7 ? n - >"f fc L 

i^^^VWc«ffl$ii|>^aa<7)tn;i -A^ (M5/ 
114. 15. 2) ±9*>, ^KmK*tLT 5<g — 1 
OfflS\,yffitmt: : frtZ>tn. I -A d Kflc ( B 2 1 - 2 ) 

mmhfz. znmffiai -A d Kti^fflv^ yt*' 

^M^ll M5/114. 15. 2^L)^SDt|s]— 

tJDffiSl^^^— y^Ltz. B2 i-2£fflv->SHlv» 
ggOlfefea. Iff 114^0 /y^-». J¥it+^iaW 

(2. Mi^yt'tffliwi^) -7^x««#|Rtc» 
BRP^flt §*ifc**»ttffl*fci, l6wg«B2l-2 

/l 0H1 075X1 UgOtTFtfio/i. icDffl 

K/kSr^TtT^ito 2 Ojj. gCOB 2 1 -2/1 0 H 1 
075X1 6 J ugmTF£7) < £ Oa^fflMT'Ji. 10E 

#MF*gT"^^^^MffiMTFg*ii. 5 0 jug 

[0 58 1 ] ( 3 . JHflSJlli«^^j3(tS^SW«IEItJJ: 
T/ffiSffM) B21-2/10H10 (20iig) fcj; 
V'tTF ( 1 6ms) frb&tWBVtfyY ( c o ag 
u 1 i gand) CO. @]#;C 1 3 0 0 ( Mu r ) JS*£ 

v^x^owDR^^-t i n , 3 oftimtzmm 
umit Lizmm9m&k ttz . jBSflT£>Ji£c9B?f isms 

^L/i (03 B) „ jM^Ji, Ifi/NRHS, J*>y7£tlfz 

^tESiJt'#'5r^ofc (03 A) . 
[0 582] 4l^flS*Tt. )W»«cOSIS«ft^^'0H 



^Uh7y- tr'^^^LTt (03 C) „ 
ISSl^E«Jttf^l»S4TCl.^^Jt (03D) . 72B# 

Pai a Tt » mmcr> ^wmikmmmm^z^mw&m 

Wmmfr ( d e b r i s ) izWk Ltz. 
[0 583] tSHLJt3o«oj»ScO'3'felot=:tJV^T. 
5—10 Wfl&SJ*^M*fflfl&c7>feffnr#g^^ , JB««JH 

area *tf>JS2HWc, Bfcjwaa^Ef&fflWfc 

[0 584] 3 0 Jt(i 2 4 ^mfc B 2 1-2/1 
OH 1 0 (2 0j(/g) W^gitft^^ 

3&»-ofc. t TF ( 1 6//g) <7V/ S>a^iiB2 1 -2 
/OX7£*:{4SFR8/l OH 1 0 c^ffi 

comrn^^ fz-hK mm 2 4 B^-eiiB-i*^ 
ffi^e^j^ifli^ ( <n tiam<7)$> 20%) $mm&i& t 

[0 585] jmtta/HiJBW^W*** 1 , SHU^y K 

4 fcli t T F COti-ifCO 3 0 4 B#r B 1fIfe A If 2 4 B# 

[0 586] ( 4 . llJ^MSOHflSilfi 1 ) 04(4. B 2 
1-2/1 OH 1 OfeitXtTFA^^rSSHU^K 

-r;t(^J; , '/ ttKiSigC, il^a^tjfitrL^. 
st. 2E<50-7'5x(i:, 4^f*fcj;^6*^f^(:M^T 

Ltz^. m^mz-mmz^M ( p< o . oodt- 

[0 587] tTF«^ *>tt4>f va#— 

her— a#S'l±j5i#: (SFR8/10H104/t 
l±B2 1- 2/OX7 ) t^LfctTFT-®BL7t-7 

•>xc^M®(4. mktfzlimfflln&.ZSitt&Mcoim 

B-14B f*lt^WtC*,m ( P < 0 . 0 5 ) T* "5 
fc. l^-oT . B 2 1 - 2/ 1 0 H 1 OillSU KTS 

^ixfc*iBaS3&*(?5— SP«4. t T F gftxoi?-f 

[0 588] m^<r>mkx\ miM^X'MML. % I 

X2. 0cm3 UJ:tf2. 7cm3 ^St^S^rJWJ 
(-T^rt)*?. *fi«l 0%~1 5%) 2 E«v 
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[0 589] ( c . mm) *ffl9nz, mw&mm-t&m 

4 y b" h a«@« W9£(4 , t T F c?)jfift Vg'l4^)«ffi^' , 
Lft„ 

[0 5 9 0] tTFIt SitfOttilTf I Igf 

fcit/^VI I alf fLTVI I a<0M 

vStt^it^S^'. JtiSWiSllI^I^LftV^ ft-€ft£>. 
t TF : V I I ai^*lt HI XEFf £ ±I/ISXHT 
C9»*toft^<fc<9fc«>t;:)K*ffi t ^ Lft tmif ft ^ 
ft^;fr>£> (Ru i £>. 1991 ;Krishna 
swamy£>. 1 9 92) „ ^BIMttffifttiS tT 
F : V I I aCOlBBaSffi^^jl^i, t TF : V I la 

^m^-th : m u >m«{4 . m xH^-sftt^xni 

^ t «}«llIgBtea^r#:^' . WM? n b y t,z ^X * fflfa 

[0591] 1 1 ^yMzft-f&mwiotfyvcD. ii 
y ? x 2r mm- h mmik £ irr h mm z ^tt h x ^ 
coa-^-ti. M«tp«ifli i i ; ^m3iftifliftffi*?i§e>r l 

£ . £ *Uc§ I § gg # , ft S JUS*)!! s 

ti £ tf^^JWRBfr*** ** , 5fe£ft 5fitr^# 6 ftft 

fr~?fzmmzm^x . mmn. mmt/^wcojE^m.miz 

tz . M&C0W&mX*<0IIS.m3. , I I ? 5 yiftESr^l vt 
^ft„ i-^T, JHHUXr^HfciSi^^^JlLWWJllltt 

ffi^tUtl^ «fc -5 £ (Burr owsfcitXTh o r p 

e . 1993). mmm&mzftm-r&mfo*mm&. 
-w* zttzzr, wmztinz £ o x-fo h . 

[0592]«1'J #y H^indffis&S&Sfl. tit I I 7 7 

xmka i. vm? u n s^me u ^-y a«£> t> ft ■& -y a y 
h ^ y >- * ffl v ^ rsi — - crMm ^ r > uza u x % t> ti & m 

SIBurrows^itfThorpe, 1 993) b 

mfmjz* s o ft . 2 o<7)i» i ocoa^ii . 

#fflcoaST*-g>. *ffly#yna, 3 o #*iSTWS 

jt^jii^e^ijiawf. o — *\ ^y h^yytiiiMi 

^*£S9^&eDfc:6i$[gSL;fc. 4 i-^f y y(4 
x <ovp^< *)ftm-?h. ft-ifftfe. iMfeHii. yy^°y 

[0 5 93] >fA7 h^yy fc «ll U K i COPelCDl? 

ffirtaBatis 1 1 ? ? xmrnzmiL^m*) . 1 1 
7 ? xw%<7mmt&mmmmit$Lttz. mmvtfy 



tft, 

[0 5 94] *fgS{clEtfe§fLS*aMt±. t hiSSIBI* 

y y y « & nKdnv jR t r « s jgrnttj & 

S^-f", mfcMMcofzbb . JJi*^ ft(±flfi<?D U^VHii, 11 

*. JW»i*]£^-ft-j±, niwmBsr (Fo 

lk man. 1 9 8 5 ) S ftti^-f Nft-fy (Burr 
owsA>. 1991 ;Rucof>, 1 9 9 0 ) izX Dtt 

/tiSftlMM (Denekamp ii It/H o b s o n . 1 
9 8 2) H £Xfffl& (Folkman, 1 98 5) tZffl 

[0595] ^<^frcommijLi&&SiMztLX^&<> x 

yhT'jyctti-ift^i.TEc-1 i{i. bhja 

[0 5 96] LT. xy KS^TU ytC^f-TS 

FB5 (Rettig^ 1992) , xy H^>J y« 
ir?{C*f-r§ E — 9 (Wangf>, 1993). 7 0* 
n^y^-yco-^ VlCittSBC- 1 (Car nemo 

1 la^ 1 9 8 9) %bXffc«mMBBBiffiiMtZttt& 
TP-lfcJ:^TP-3 (Bru 1 andfe, 198 

8) tfm-ftitih, cd 34(4. mmpv&mMn 
mmn £t£^ , jimMi l z&if&iig£t£^m f g (buddi 

ng capillaries) COTlV-VS. y ( a b 1 
umi na 1 ) 7°n*tXlZttLXT v7°l/*c a.}/— h£ 
tl&ZbtfWg%tlX\^& (Schl ingemann 
1 9 9 0 ) . Ul'grt&MfaiMMEFf ( V E G F ) [Z 

^-r^ybry-a. a%!b,<\mmmzm'&Lx (t 

hi erne ^. 1 9 9 5 ) WfefofglZH V>T T «y 
il/-h?fl(Pl atet, 1993; Brown 
£>, 1 9 9 3 ) . fLTlttft^i^VEGF^g 

(Dvorak^. 1991). 

[0597] mmmm^y^^m^ix^coaxx/mco 
■vn Anus v-ft - fcs w^trt h^b\iz£%> mmmm 

-TSfc^t. bh (ifcdt h-fL) Kftcob h«E|yy 

•s^aisssTM^-r.! b iz i o . ± 

^topa* t IS a £ £ anrffi k ft . 

[0 5 98] (HJ60IIV) 

( ffiffiMffl«H^ ( t T F ) W^fe^^-fig ) tTFIi, 

*Bflffl»T-(ij5g;»*ffl^ia?-y y^°y ny ^ y 

(j3)c**yy^ o y««rsygti-2 1 9 ; ie?ij#-t2 

3) b LX7jk£tl& „ E?iJ*^-2 3{4. Witf, le^ij* 
^■2 2tcj; 03— 
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[0 5 99] (A. H 6 [tTF] ) H 6 Ala M 
e t Ala [tTF] 0 t TFfflfitWDNA (cDN 

a) sr. arcoxoizmmttz j-8 2« (b« 

(CffifflL/to ^RNASr. GlassMax™ RN 
A7>| ?umM£M (G i b c o BRL) Srffl^T* 
UlLfco RNA5;, GeneAmp RNA PCR^ 
7f (Perkin Elmer) ^fflt^cDNAC 
ll¥Lto tTF cDNAL R^^b^fflV^T 

5' 5' GTC ATG CCA TG 

G CCT CAG GCA CTA CAA (E?fJ# 
^1 ) 

3' T^-fV— : 5' TG A CAA GCT TA 
T TCT CTG A AT TCC CCC TTT 
CT (E5lJ#^2) 

hh, 3' T^^v-^^i^'Jtl M^^^-^t 

TFCO^U— — >?*CD£zbbCDH i nd I I I SB£W#> 

£ 0 PCRtSffiS;. SJt#fc.k9ffi*3;fi6 i^tlS* 

Lfco fS§?^M^£k. 7 5^M dNTP;0. 6^ 
M77 V — . 1 . 5mM MgC 1 2 SrffifflU 

T9 5°CT3 0&\ 5 5°CT'3 O&tS&lfl 2°CT3 0 

[06 00] E. col H 5 pQE- 

6 0£„ tTF^MtStW:«fflUdLeet, 
1 9 94 ) 0 PCR±MBtTF cDNAt Ncol 

kH i nd3aBffii:C0iait#AL,fc. H 5 pQE-6 
0(4. W&ttit: (His) 6 3-KR#l£*U *fl> 

ffl&tMfywttit. N-at (His) fi asm 

:Wi:Ni-NTA^7ATlfiUII» 0 
[06 0 1 ] tTF£»S*f tTFMH 6 
PQE-6 0 DNASr. E.coli TG-1« 
fcJBWWULfco lMOD 6 oo=0. 5£Tmm 
U ^LT I PTG£3 OjuM&XWlKL, t TF14 
fc»»L>te« 3 0°CT'18B#p H 1Jiaf*. Iffi^SIL 

ifflJI&^W b£6M Gu-HC 1 +T^I4U * 
LT^W^SrN i -NTA^7A ( Q i ag e n ) t*8 

-frfco IS^tTF^6MSttML, fLTtTF 
2* . Sfit 1 6 B#PeS„ 6M-1 MSS^^JlSTB^f/f 0 
«A,*f ( r e f o 1 d ) c # 5AS^««S (0.0 
5 NaH 2 PO 4 .0.3M NaCL 10%?}) 

-fen— XimL, ^UtTF^MS^ 

0 . 2 JVM 5 ( I m i d o z o 1 e ) Titffi L 

[0602] (B. tTF) Gly [tTF] 0 Gly 
tTFfiWDNA (cDNA) PCRCfc^T 



5' y°y^^-^ar^y°y-(^-Tm^mtrzzka 

5' 7°7^f7-: 5' GTC ATG CCA TG 
G CCC TGG TGC CTC GTG CTT 
CTG GCA CTA CAA ATA CT (12 
jm^r 3 ) 

TO£3lV*fcffi#K4. tTF^N-*ffi2r=?-h"rSo 
[0 6 0 3 ] H 5 pQE-60ll^^-fc±^ 

l«T — TfcSo ^it£. l^bnytXSigm 
a) £5 0 0 SK^O tTF (w/w) fcrffiJUTT S d i 

Dffvv *UTfl^*asft-ri8ieiaBW[U/s. 

(Pha rmac i a) IZMtZ kt-i 
[0 6 04] (C. ^ES^tTFS) tTFffi 

[06 0 5] H 5 C [tTF] 0 (His) 6 Al 
a Met Ala Cys- [tTF] 0 PC Rt/Z$5 
77^^JHW7-f^tSI«i^^ 

5' 75^7- : 5' GTC ATG CCA TG 
G CCT GCT CAG GCA CTA CAA 

ATA CTG TG (|gl|M4) 
t^^Sit N-«cys^3cMtM«l/ 

[06 06] C [tTF] , Gly Ser Cys 
[tTF2-219] 0 PCRC6^T5' 7°7^7- 

5' 77^fV-: 5' GTC ATG CCA TG 
G CCC TGG TGC CTC GTG GTT 

CTT GCG GCA CTA CAA ATA 
CT 

hnyt'y^Pl^ffifflLT (His) 6 £l**Lfc<ri: 
J3^H4. (His) 6 Ala Met Ala Cy 

s [tTF] mmmz^uximL£z<Dtm—T$> 

[0 6 0 7] H 6 [tTF] C 0 (His) 6 Al 
a Met Ala [tTF] Cys, 3' T^>fV 

-&KT^T9^v-TB#»ifcifcBl*H4 (Hi 

s) 6 AMA [ tTF] -fe^^gytieaf:^^ 
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3' 7 0 7^V-: 5' TGA CAA GCT TA 
G CAT TCT CTG A AT TCC CCC 
TTT CT(I^fJ#-^6) 

tz^hcoH i n d i 1 1 mmmiL^^h , 

[0 6 08] ^T<50#5£{4. lOmM /3 - M E 2r 6 M 
Gu-HClfttllttffiffll, C^S^XtMV 

[0609](to[tTF] CysM* (Wilf. 
[ t T F 1-2 20] Cys. [ t TF 1-22 
1] Cysfeit/CtTF 1-2 2 2] Cys) 

[0 6 10] (d. cyy*- [ t t f ] ) cyy*- 

[tTF] Xhh Gly-Ser-Cys-(Gly) 
4 -Ser - (Gly) 4 -Ser - (Gly) 4 -S 
e r- [ t TF] fcifc^fiLfc* cDNAj, tUT<?> 

PCR1 : >jy*^ DNAcOfiffi 

Nco iSfl hnyb'yfllBfSPfl:. yXf^fX 'Jy 

^-Ki^tTF^N^Sr^-F-rScDNASr. Jil 

5' 7°7-fV-: 5' GTC ATG CCA TG 
G CCC TG G TGC CTC GTG GTT 
GCG GA GGC GGT GGA TCA G 

g c ( 7 ) 

3' T^-fV— : 5' AGT ATT TGT AG 
T GCC TGA GGA TCC GCC ACC 
TCC ACT . ( 8 ) 

>jy*-t3-KfJIIiDNAti5oft. 

IS? r J : GGA GGC GGT GGA TCA GG 

C GGT GGA GGT AGT GGA GGT 

GGC GGA T C C ( IE?(#-^ 9 ) 
tTF-t^yg >i,Zimt IrH <7) P C RaW**ffl^2fc 0 
9 5b. P . JiB£j£!ftr£ s PCR2ti5lvCt TF 
DNAt^Lfco 

[0611] PCR2:Cys 'jy^DNAcOtTF 
DNA'V^fe^ PCRCffifflLftDNAfyT^ 
h(±. 20<£fiSDNAt > fcofc:±fE^PCRlS* 
C7)95b. P . DNAtSitftTF DNA.ffifflLfc 
r 9 4 V— tiKTTft o fc : 

5' 7°7^V- : 5' GTC ATG CCA TG 
G CCC TG (IE?lJ#-^l 0 ) 
3' T^-fV— : 5' TGA CAA GCT TA 
T TCT CTG A AT TCC CCC TTT 



CT <K0J##1 1 ) 
740b. P . cOft^PCR^ftSr. Nc o I fcitf 
Hindi I ITiM^U ^LX tTF^yg ytK 
t^)J;3tH 5 pQE 6 0tJfAlfc. 
[0612] 

(4. C [ t TF ] •b^S/Hytieak^TH-Tfti. 
[06 13] (^«MV) 

Lfc . J 8 2 MIK^>Wa^^ffl_h^^^^fflSH 
^\ LTffffiUtS ZkiMmTfoZ* ( F a 

ir^ 1 9 87). lO<?)SVI IifS?tttSVI 

I aHT^T^l^*MHT^T^^«i^^. 30 
I I H-^ifcfiSSV I I aBT<?5»aiffP\ 

<^3f&££{£3ttLf#& (Fair^ 1987; Bach 
fc. 1 98 6) 0 SfcC, fflilHfll, 1M YftAW 

(Edgington^ 1991), £il£><?)^ 
<03^J4-**ftLTffitt^-fer^-t»«^4 ( D a 
viesfeiWlodawer, 1 99 5 ) , 

Ts ^iiUT^J; 3 CTFZlft^^Lfc, 

[0614] (A. [tTF] yy*-[tTF] ) 
«!Gly [tTF] (Gly) 4 Ser (Gl 
y ) 4 Ser ( G 1 y ) 4 Ser [ t T F ] £ 
y [tTF] 'jy*^ [tTF] SffiRL 
fc. 2o<50DNABt#-*,. ETRO-fcofc:. JM*fc:PCR 

PCR1 : t TFfccfctPJy* — DNA^5 ' ^5><7)|I5 

5' 7°7^V-: 5' GTC ATG CCA TG 
G CCC TGG TGC CTC GTG GTT 

CTT GCG GCA CTA CAA ATA 
CT (KWt-1 2) 

3' 7°7^V-: 5' CGC GGA TCC AC 
C GCC ACC AGA TCC ACC GCC 

TCC TTC TCT G A A TTC CCC 
TTT CT (IM#-^1 3 ) 
Gly [tTF] DNASDNAfV/^hi: 
ffifflLfc, $^^PCR^ft(i;tTF-t^yHM:iei 

[0615] PCR2 : 'Jy*- DNA<7)3 ' ¥#33 ± 
tXtTF DNACDfHSL PCRtt3tt&T5>f V— ffi 

5' 77-fV- : 5' CGC GGA TCC GG 
C GGT GGA GGC TCT TCA GGC 
ACT ACA A AT ACT GT (K#l#*7 1 
4) 

3' 77^(7-: 5' TGA CAA GCT TA 
T TCT CTG A AT TCC CCT TTC 
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T (E3*J#^1 5) . 
[06 16] t T F DNA^PCRtfeV^fyTP' 

— hfc LTffiJBLJto PCRii*^M», Nco 

ItSiUfBamHTffiftUfco P C R 2 E±3*c7)£jj£ft 
Sr. Hindi I IjoXX/BamHlTimtLfZo f&it 
LftPCRl DNAfci^PCR2 DNA^. Nc 
olfcMHindl I IiW 6 pQE 60D 

[0 6 17] ^^^-ffi|g^fcj;V^WN 0 ^W»«^ 
^><7)^&(± s Gly [ tTF] JzPissylZgdXlbn 

[0618] (B.Cys [tTF] ] J >ij ^ [tT 
F] ) 

flti^Ser Gly Cys [tTF 2-2 19] 
(Gly) 4 Ser (G 1 y ) 4 Ser (G 
ly) 4 Ser [tTF] ^nCys [tT 
F] V>%- [tTF] httzmmtfz, DNASr. VI 

5' 7 D 7-fV-: 5' GTC ATG CCA TG 
G CCC TG G TGC CTC GTG GTT 

C TT GCG GCA CTA CAA ATA 
CT {WSm^rl 6) 

3' 5' TG A CAA GCT TA 

T TCT CTG A AT TCC CCT TTC 

t ( wsm^r 1 7 ) 

[tTF] Uy#- [tTF] DNA^fy/Wb 

?MM8±. H 6 C [tTF] ofif88fcfB«<!9iI 

[0619] (C. [tTF] ] J>ft— [tTF] c 
y s ) 

py^y&ffim [ t TF] (Gly) 4 Ser 
(Gly) 4 Ser (Gly) 4 Ser [tT 
F] CysMfS [tTF] 'jy*- [tTF] 
cysZlMJfefHIL^ DNAL 
v-SrfflwtPCRKi *)fmLti : 

5' 7°7^V-: 5' GTC ATG CCA TG 
G CCC TG G TGC CTC GTG GTT 
GCA CTA CAA ATA CT (StM#-^l 
8) 

3' T^^fV— : 5' TG A CAA GCT TA 
G CAT TCT CTG A AT TCC CCT 

TTC T (1J?IJ#-^1 9 ) 
[tTF] lJy#— [tTF] D NA&ryTl/ — h 
fcUTffifflLfc. i^PCR^ffil tTF-b?y 3 

?»MWi. [tTF] cys-fe^^H^COfWHtlB 
[06 20] ( D . ^Wig^^S*) 



[tTF] Cys*ift^ft?Wt:S^LT, [tT 
F] Cys -Cys [tTF] UMc*JBjfiK^6 0 £ 

fit. ifitmri. ¥t;n^DTTS«iufc [t 

TF] Cy std^l/CBMSKU * LT [tTF] 

f^/l/i^riU: [tTF] CysSr. D TT/ 
[tTF] Cys a^fttffiSP U * LTMJST 1 8 

[0621]Cys [tTF] #M#:£, ft— 

[0622] mmmvi > 

(ft«H^M*c7)^) tTFfe^VI IHT£H 

VI I aifCfif| ) f^^^< 2OC0t TFSSft 

£f2trf£o SVI lH^fcib«LT. jfiiai^fcrSgv I 

I aSf|±30 0flS^=3r<#=St"S (Mo r r i s s e 
y^. 1 9 9 3 ) 0 ftoT, ffiltt^IfttTFIl 

«@'J^>Ktfc^T. -ItlfttTFA^ 

m^^LxmmmmzmmYrrhb. mv 1 1 aHf 

#&A3#Vt tTFfe^V I I HTi«t§ . 

[0 6 2 3 ] (A. [tTF] G164A) r [ t T 
F] G164Ajli AlaCi DMftSftfc t TF<£> 
7S71164 (Gly) JffSflft^yy^IS 
3t£^Tt * • C h a m e 1 e o n 

7 b (Stratagene) Sr. ^H*£0£j& 
tffiffl-TS. DNAfy7V-F!iGly [tTF] 

D NAT'S) D . ^LT^Mf^T^-f v-^IE?iJ{±]JJlT 

5' CAA GTT CAG CCA AGA AA 

ac 

1 y [tTF] ^tSCffifflt^, 
[06 24] (B. [tTF] W158R S162 
A) 

[tTF] W158R S162AI1 t TF(7)7S J 
SI 5 8 (Tr P ) ^Argfl»§il, f U7S/ 
1162 (Ser)ai a7WS*lT^5IffitS 
ft^abSo [tTF] Gl 64 Afcr^vTCDfE»fcl"I 

TtfcS : 

5' ACA C TT TAT TAT CGG AA 
A TCT TCAGCT TCA GGA A AG 

(KW#-^2 1 ) 
|rflE^^^-«Mtei:^^^^«ft»ffi^. Gl 
y [tTF] ^»»tffiffl"TSo 

[06 2 5] (SftWVI I ) 

( a . ^mmmmt^ ± wattis^ ) t t f 
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JtSt**-ft^Wt^»*^Lfc t t f ;tt 

[0626] iri^bm^fvmmcox^^y^ S 
i^/F*— A— a -^-^A a - ( 2 - try s^f^ 
*) MUXSMPT) t^iS-C'lB#r B 1RJE§^T. 
fit* 1 ftTfotz 9 W 2 McD b >J ^"/Fj/X/F:? 4 F m% 

[ 0 6 2 7 ] fitfl££#f LT 2 . 5jgt;Ha««tTF 
Sr. 4 5 m^)immcr> 2 - >f 5 7ft7>- ( 2 I T) fc 
SMT 1 B#P H 1MJ£§-t±-T , tTFl iHF&fc 9 1 . 

5 Mcox/i-y b f y jvm^-th tTF*#t. SSSffls 

[0628] ^%*KffiLT^flT-7 2B#r B 1KJtE$ 
1 SWSephacryl S-3 0 0*7AC1 

JD LTfit*- 1 T f» jffil t T F *s itfiffll Ufc 

F7>7AW7 -f -f-f-?n?b^77-f-tJ: OJS 
^ 7>ffi L fc . JU«& ^MWi^fl 
fi. SDS-PAGEtciOiWSnsJ;^^. J: 9^ 

i^flii^ft (Mrfi2 0 2,00 OiilT) ^*"T 
S*a»fii*-tTFjS^«c (Mr #^17 6,0 0 

0 ) X*fo->tz» 

[0 6 2 9] (B. is 4 >®&tTF cr>atmM\$i 
flcvtfMBr^) fit*-c [TF] fcii/ [ t TF ] Cft-^r 

[0630] IS* Sr. 1 2 fg^E /F$$JO 2 I Ttlgt 

1 MTZ . fit#= 1 4Hf *fc 0 1 - 5 ffl«j* 
F9/«£^£l^ttttfii*£f#*:. SPVffc-fb 

fit*§r y;W\°- 5 x— a DV F ^9 7 4 — J: 0 

TF t fi£-L>fc. M^ftjfcficE LT»C2 4 B#ISRJE 

&ivr®-£*£. ±IS(7)J:oty;W\-Sx-^ 

[063 1 ] ftR»^*^i^ifflt{±» S D S - P 

* ( M r *«J2 0 2 , 0 0 0 tTF) £r*-ti>*B»jlr 
*(Mr 81 76, 000)tft-3fc. 
[0 6 3 2] (C. WH^tTFOTab' 7 
7^yf^i^) fit* Fab' — C [ t TF ] $6 
Jtf [tTF] CStefcfcillW-*. :«J:5^ft 
fi. >f yh'^fci^ i 93$7J"C&9#£<, ^if^^s 
;«J;3^ft(l MBSSn^PTa-ft (intern 
a 1 i z a t i o n ) fflz X 9 , 2«i^*J: 0 £>S< 



«^a±tSff-TI.^^-C*-S>. Fab' 77^^ 
F£, 2fg^/Fj»J<JDi'X7M y^tTFi: 2 4B#Pa1 

3 y ? O V F 7' 7 7 4 —H it/77 4 -f 4 07 

h7'77^-(:J:»)flStS 0 

[06 33] (D. tTFjfe^OiMEtiStt) tTFjg 
A 2 OffiMc>!Tr£^H±T-^i!£tiS I I ? 
7Ximi,zm&-t&B2 l-2 ; ey^o-f;HjtMffl 
WtMKUfc. fl^fcBBWMfcWrtTF 
tekVi/^A >-6t^tTF§:fflv^TW»L, -f-LTC 

aC 1 2 tf«"7»7Xjfiiat^«Hlf S^flctfOffi^J*. A 

2 0 «^«ffi^«SilrfMiJ5£L;t„ 
[0634] MTT^B 2 1 - 2 ft -£fW±, 

T. CaC l 2 ^wv^xiftLgg ( a y Fa— A) coffig] 

mffizmmLfz* tTFi^n zissttDt#B 2 

1-2/1 0H1 O^ffliit, A 2 OSffi^OflMtCtT 

(06 ) . 

[06 3 5] ( E . fflHttMIBt TFi^fft ) tTFtf 
!**Jfll'ffP (: l^«tCge^t;§fL^*i^-. tTF«I 

Ml-I I I ) . *SMB#^>tt» tTF^I«II«a 

[06 36] 3OC0fiLB-JSWfiL#: (KS1/4, D 6 
1 2, iJiy'XMMCO-7 9 1 ) ±IE« r tTF 

s^otiss j -t? v- 3 ytciesc^o i 3 1= t t f tce^- 

Lfc. KSl/4Sr. Scripps Researc 
h Institute. Department of 

Immunology, La Jol la. Cal i 
f o r n i aCDD r. R. Reisfel d*^#^. 
^LT^ix(±*HfffFm4, 9 7 5, 3 6 9^-t^iett 
§tl.TV^ ; D6 12I1 NCI. Laborator 
y of Tumor Immunology and 

Biology. Bethesda. Marylan 
dCODr. J. Sc h 1 om^^#. ^IBNMrF^ 5 , 1 
83, 7 5 6mzWM£tlX&K) . fUATCCA>f 
/'J H-7SBS7?*y a f HB 9 79 6u3* 
c0ig*±S^* 3 ^ff ^ttffS ; XMMCO- 7 9 111 
ATCCfr^IAU^W 7">J F--7»ffiEu*^«^ 

[06 37] b FS^^>«ttW i d r & . KS 1/ 

tcc^^ial, -eux 1 0% ( v/v ) 7^ieji 

43, 5itmi0%(v/v) C O 2 «HM4iT-« 
KfLJt. b b^I#y«ftL S 1 4 7T£, D6 12 
^*f-TSfIS^»h LTfltfflLfc. LS147 T«£ 
ATCCi^iAL, fU10%(v/v) V S/flpJ/S 

jflLM. L-^;^^yi3j:t/'fiL*ft©*1f7tt3tRPM 
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I + , 58C^T5%(v/v) C O 2 Sia*tl 
fifLfc. b h«#/h*l)jai5^>«ttH4 6 0£, XM 
MCO-7 9 1 tStSIWIBt UffilLt. H4 
60|B)®Sr, Dr. Adi Gazdar, Simmo 
ns Cancer Center, Universi 
ty of Texas Southwestern 
Medical Center, Dal las, Tex 
as^^S, f U10% ( v/v ) ^IftS'EjjLilf, L 

MtftW10% (v/v) C O 2 SHM^TltSf L 
/to 3^««1*«^T, #«tt#«t LXtmLK. 

[0638] m^wit , raa^iemis^^it-^ii^ 

fflMlzm-SLtz^, CaC 1 2 ^V^XlflL^*!*! 

BS^COO. 0 5%(w/v) EDTAfffll^aiig 
*75Xr7^^roomL7t„ MMi. TF9-6B4i3 
J;VT F 8 - 5 G 9ffiftt7V^f y^fa^- h Itttl 
C^^^ffl^HTSe^^W L(Morriseyi/ 
1 9 8 8) , i&^TmMTv^J ZA2 OlItOV^T 

[0639] ^x^3^<Dm^m±. mmmmmzMiz 

(ayYu~)V) cDiSm^mZMMLfz (@7) . iti 

(±, tTF*:wsa^Btse^[:$fL/t±i^, jssi^bks 

[0640] (HM^JVI I I ) 

( fflSiEFr-7 0 u F 5 v WVaWL ) M7jkm% t TF7o F 

7-y?^XY<r)Wm^-t& : tTF[ _ 21 9 (X) 
nl (Y) n2 Zy*>F, I^'tTF 

i . 2 i s ft. t-f >te£x/mmmv*j 

>%m->tzTF$:mi ; X(i, S?n lcr>T$JW (A 

A) c0iS7jcttMMiiF^4 >- ( 1-2 0 AA) 

t ; Y(i, *§n 2<50AA«^*ttrnT-T— fe'iglSE 

w ( mmy'vr-r-ifmmzmmiz-i- h iz+^ a 

A) Zmt ; Z{±, /X;l-7 < Y^^Xi-iV^tzlim 
com^M (Mz-l£. (Cy s ) j _ 2 ) ; 

F(±, JB«W, MSEC, (^«) 

[064 1] tTF7PF77/lt ^msm (~t^h 

ib. mm) ^<nmMt*^mtt&mmftim*mmt 

XagFf. HV I I aEKf, $1 XaH^, 757 5 

^ffA-r^it^^Tt^c-t-So -H.^^«SE ( t a i 



[0642] (mmmix) 

(G 1 amm$:X<umm : ?-<7)'&f&) G l a (r-^ 

i^fl^ S >K ) fgffli*X< b? 5 y K»|4i«H 
EffF (SSI I/I I aBf, IVI I/V I I aSf, 
mi X/I Xaiffcit/lX/XaS-f) (i, iSEIU 
#yF*c^j£fc^fflT-&££££BIS^-l>. G 1 afSfiip 

7?> F L/SH^«M«01fiL« ; 4?t;(±ft6^gpfi^.«g 

fill, 

[0643] r G 1 a j (i, &fcf& Glu ( ?7t^ 5 
VM) a*^ffllR»ttt:j; "5ff«3#l4. G 1 afdstfij 

t'^ 5 yKfe#M*IEFf (HI I/I lag 
^ , $V I I /V I I aHf> IIX/IX aiffej: 
V$X/XaHf) ii, GlufGl aKEj^L&^a 

± (M*.J2\ IBM) tfTtT^SyKftffffiRBfflfPSn 

I I /I I agH\ HV I I/V I I aBf, HI X/ 

hDNAmnn. zti? fLiE?'j#-§- 2 4 , ie?ij#^-2 

5 , EflJ## 2 6 ts i tfi£#l#*|- 2 7 i: LT *fM*E»^ 
[0 644] Zco£o%G 1 a^tfsH^ttifc, £<9St 

s-fr-s. i o tc±ie«s^j<7)v^-rix^ (k^-^2 4, le 

GAGrT (GAAtifcG 1 uSr3 — 

I Ilf^fflUT, G 1 a r F^>f >-j (i, — ^;2 1 
6—3 2 5 MiStfia-r-S . H— <7)G 1 a 3 - F F U 7° 
I/7MI ME^J*-^ 2 5 <7) 2 3 1 L , L-TftfJt: 

(S, SBM#-^2 5^3 1 8*^tti|-r-?>. GAG3F> 

[0645]18I1 JifBeOb"? *>Ki#ttilIIf 

<t)#^7)g i a >fiK WMttimmiz&m- & z 
t £^-t7 *tvi&. m?m^2 4 , mm^f 2 6 , is 1 
ifw,n^2 7cr>^~?tifri-oizi5tf&. \^n>h r ffl 

[0646] V>cr>m±. F^S^G 1 an— F 

[0647] 
l$k9] 
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Ala 


A 


GCA 






Cys 


C 


UGC 






Asp 


D 


GAC 


GAU 




Glu 


E 


GAR 


GAG 




?iie 


F 


UVC 


UUU 





Gly 


G 


G^A 


GGC 


GGG 










His 


H 


GAC 


CAU 












lie 


I 


AUA 


AUC 


AUU 










Lys 


K 


AAA 


AAG 












Leu 


L 


'JUA 


TTUG 


CTTA 


cue 


COS 






Met 


M 


AUG 














Aen 


N 


AAC 


AAU 












Pro 


P 


CCA 


CCC 


CCG 


ecu 








Sin 


0 


CAA 


CAS 












Arg 


R 


AGA 


AGO 


OGA 


CGC 


CGG 


CGU 


£ if ^ 


Ser 


S 


AGC 


AGU 


uca 


ucc 


VCG 


UCU 




Thr 


T 


ACA 


ACC 


ACG 










Val 


V 


GrlJA 


GUC 




cuu 








Trp 


W 


UGG 












4-n 5-=- 


Tyar 


Y 


UAC 


UAU 











[0648] tt&ttSA&ERRRtt, »llf§^4^*3* 

. Ym.oyg.wn> d n Aie^ij * n - k -r 4 mi&n* y =j" 
it^i^ijcos^gpwww^^ 5~io w&ztt 

fol7~-2 5X7UXi-VO)mZc07°7-('?-j)W 

[0649] HRCtt, gPf4^MW^Mf^OSWi±, 
Adelman^, ( 1 9 8 3 ) CO X 5 3rf Hfrfllfc X tf 

M137r-y (Messing^. 19 
[ 0 6 5 0 ] HRfc. *BJ!*ffl»(c J: SaKMtPS^Pli 



^^-«2^B*lWPL7:4Mirt4itfcJ: OHMS 

- H-T4 D N ASM* -f-coSPIrt t*t». WM^Mffi 
?i] * fiW-T 4 3j- U ? u ^-f - H r =7 >f v - # ( HRW 

fctt. WitfCreai,, ( 1 9 7 8 ) CO^TffilC i K> S 

jfiWO iislM$fL-g»o ijev^tr, ■ror^-fv-te, 1* 

H'<^^-i:T~-^$^. -eUTSESR^T* (mu t 
at ion-bear i ng strand) c^-b')^^ 
ZZT-t&fztblz^ E. co 1 iTt^J^y— If I K 1 e 
n ow77^>h<50j;d5rDNAM^*W*§iX 

4, fM-o-C, ^xD2fii!*i?FM§ix, iiriowll 
M^MSrf**-T-g». ^Vif\ i^^D2SiI / <.^^ 

-a, mm^mm (mnt. e. co i i *Hj§a> zmm 

[06 5 1 ] (HJftMX) 

h lE^^fflii^jfli** k % Kgij-r s i t iz a tf h amo) 

J&£te*n^ ja«?S3iiH^ (vpf) 
^«1MMH^ (vegf) HWiiS) tc^4ffi 

*isti «t t/ b f g f ( mmmmmmmmm^ > ^w-r 

[06 52] FGFfcretT§^>l3p*W3i4, Gome 
z - P i n i 1 1 afeil/C otman ( 1 99 2) ; 
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Nishikawa^„ (1992) (MM 
mffltSBrfVtm&fcttB&LX^h) ; XuA>. (19 

92) ( f g f comits x v&gHk^mttmm-t 

&) ; Re i 1 1 y (1989) (^/fn—fH- 
mmzmth ) ;Dixon^ (1989) (FGF 

mmn £v c mkttmzm-t& ) ;Matsuzaki 
h , (1 9 8 9) ( u yjjMii? cm-i> ^ y 

h/HKffstm-rS ) ; £S>tf£He rbl i ni3 
WGross (1992) ( M^MzW^tzWm. 

[06 5 3] ■%m9t\,z&\\x N % *y</P:7 u y 

(fll!S#ifc*yv*?fltiJ§Wtt. ppd) ifclif-n^ 

nm ^yr-t^-yry y^Lfc. t fveg 

F„ t/l/t-yfVEGF, bbbFG 

F. 7WbFGF, S^fi^/l-^E'y b b FGFON3fc 
!8^7fK*iiMLto Ztit><n^7+Y\t, 2 5 — 

Xf-i y^rfflvvf ^.T f- H -^J&R"?^ L . KMl* 
Sr. Sepharose"?MI v^XtC^ •y7° l J>'^"L 

[ 0 6 5 4 ] VEGFt^&SWfcSr. ELI SA=5c£> 

E G F H X If b h V E G F (C ft~t & *° 'J 7 C7 —- j~)VMk 
ti\ ^*t-?-"tL, t/W-yM 1 OJftWfcitK'S^b h 

IsV&p \r VEGF A P M K E G E 

kf- V5GF A P H A E G G 

(L. bFGF MAAGSIT 



a. iE^b hnm^mmz^i-^^mmiiR^m^ 

L^LlE^bhwH. fflJco®5l*L *j±tfJB«Cti 
li, SB, JBL KM. £«L MS, W, MB. 1u 

TiflS (prostrate) , ffFH. flfJt. H «tt/**l 
[06 5 5] tbFGFCMtS^y^D-t^ 

fi, an r jR^yfeitfiBJit<r>fc*j(t«i^ftiWB&jfefe 

Lata*, LfrL%tf><,z&if&ftfeMM$:%S&L%:fr~> 
fc. KthFGFSM, b beH(cfc(t.i.*J*#:rtffe 

t: ti (t * WftiNMB * Sftfe t /s . 

[06 56 ] *:;l^E-y h VEGF , b h VE GFUXlf 

P Difclifu/ary v\,zfj 77'J y^L^N^jgfE 
f - F- ( a.7°^- HOC y S ) 

tBALB/cVW^ffitSIhCJ; DIRISL^o 

*u fUfiiW]ff3 o , e#i#*3 i , ax 

[0657] 
[HI 0] 

QKPRE VVKFMDVYKRSYC 
GQNUHEVVKFMDVYQRSYC 
TLPALPEGGDGGAFAPGC 



/10 y^n^^y- l -^/wi'^yy-b (smc 
C) tfn/D7'yyfi«L, ^LTI^frtA 

[06 58] JJBiWIfcW*^ J 7 V— f)VtX 

wcr>$L$&^ inT^mzm^xmf&Lfz balb/ 

tTJBSfflJB*. Mo r r ow^ (1991) t 

fijff $ n.7t#HB^^ ^t^yxfl/y^ya-;HHHv> 

T. P3xG3Ag8. 6 5 3#flMfflfai:16^-L7t« 
[06 59] f*WW 7'U h'-V±}f SJ^Teoi 3 



m 1 oxi? ij ——y? : A.Tf- f -fn/n7"U y^S 
t^Tl^-— M^ttS E L ISA. 

|g2<?)x^ ij— ^y^" : fo/n/yy^SMCCK 

|g3iOX^ U— — y^ : ^E/I^E-y M* 1 OMSS^iib 

hST^^'y^^tuivoRSSW^a^;^^ y r-v 

[06 60] ^.7°^- K -fn/n/y ycg^ta* 4 , 
*&3-L£ (Svni). 

[0661] 
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MoAB 










GVU 


gp VEGb' 


IgM 


+ 


+ 


BV + X<jfa) 


GV35 


gp VEGF 


IgM 










gp VEGF 


rgM 


+ 


+ 




GV^9 


gp VEGF 


IgM 


+ 


+ 


8 V s&vr 


GV97 


gp VEGF 






+ 




KV55 


till VEGF 


IgG 


? 


+ 




GF67 


gp FGF 




■ , 
■ 


+ 


RV tbf ^' 


GFB2 


gp FGF 


IgM 


■ 


+ 


BV 



(a. hhfcJ:trtrt^yh«»tttf-0>GV9 7ifefe) 

i^»tMttffl« (six) texviEifim.m (*x) 

[0662] SttttSt^tt-S^ffllia^S^i. IE 
[0663] =E/U=E -y VMM (mi 0 JfF*BM£#> ) £ 



» -^i/Ey (- pig hu = Ch 

I ) . 

[0664] Sfcfc^T , +14. *#-f * ^StiSJRttf 

[0665] 
[SI 2] 
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$ ?t GV97 
















20 
ug/ml 


i.Oug/ml 




lug/ml 


0 . 5 
ug/ml 


GV97 ! 

3Upt . 


GV1 
4 


GV3 
3 


GV59 
supt . 




92-01-A073 




2 + 


1+ 


+ /- 


-ve 






4 + 


4 :■ 














4 + 












3 + 


2 + 


+/- 


-ve 






3 + 


4 + 


M5 Jf f |& 












4 + 






■ 


80-04 -AQ10 






1 + 




-ve 








1-3 + 


90-11-B319 












3 -4 ^ \ 




3- 
4+ 




94-02 -BQ21C 












3-4 + 




3- 
4 + 




! 93-10-A333 


4 + 


2-4 + 


1-4 + 


-ve - i + 




4 + 






3 + 


























20 

ug/rtil 


j. Oug/ml 




lug/ml 
2ug/ml 


0.5 
ug/ml 


GV97 
3Upt * 


GV1 
4 


GV3 


GV59 
supt , 


93-Q2-B004 


4+ 


3-4 + 


2-4 + 


1-2* 




3-4 + 




■ 2- 
3 + 




93-G2-A130 




3 + 


2 i- 


+/- - 1 + 


- ve 


4 + 




4 + 


3-4 + 


93 -Q2 -BOia 
f J7*V 




4f 


2 + 


2-3 + 


-ve- 
1 + 






1- 

2 + 


4 + 


93 ~Q4 = A221 




3-4 + 


2-3 + 


1-2 


-ve- 
0 .5 + 






4 + 


4 + 


94^J04 - A3 90 




4 i 


3 + 


1-2 + 


1+ 








: 


93-12-A160 




1-2 + 


+/- 


-ve 


- ve 






3 + 


3 + 


101-84a K 

(101 - B4b £ > 




3 + 


2 + 


-ve-l+ 


-ve 


1-2* 
3-4 ^ 






3 + 


9O-05 -A172 




4 


3 + 


1-2 + 


-ve - 
1 + 






- ve 


3 + 
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£ ix (fife 5: 







GV9 7 
















20 


10 ug/ml 


Sug/ml 


lug/nil 
2ug/mL 


0.5 
ug/ml 


GV97 
supt . 


4 


GV3 
9 


GV59 

3Upt . 


si ^ 




S1-10-A115 


1-4 + 


1-3 + 


1-2 + 


1-2 + 




1-4 + 






1-3+ 


S3-D3-A343 

IS. Agflf 




+A - 

! 3-4 + 


+/- 

2-3 + 


+ /- A> 

1-2+ 


V- 






3 - 

4 + 


3-4 + 




1 1 


1 1 










1 1 


1 


| 


93-10 BQQ2 

9 *n Ste fr^ 












2+ 






3+ 1 


90-01 A2 2S 




4 + 


4 + 






3-4 + 




3 + 


3-4+ I 


93-01 A257 


3-4 + 


2-3+ 


1-2+ 


vt- 




j-3 + 






2-3+ | 


^ TX if t£ 






















20 
ug/ml 


lOug/ml 


5ug/ml 


lug/inl 
2ug/nil 


0 . 5 
ug/ml 


GV97 
supt , 


GV1 
4 


GV3 
9 


GV^S 
sujjt: . 




94-01A246 


4 + 


4 + 


3-4 + 


3 + 




4 + 






3-4 + 


93 11-AQ74 

*f If K f *V 


3-4 + 


3-4 + 


2-3 + 


1+ 




3-4 + 






4 + 


«f >tL S- ,f. 


93-0S N009' 












3 -4 + 




3 - 

4 + 


3-4 + 


92-10 A316 




4 + 


3-4 + 


1-2 + 


-VB- 

□ .5 + 






4 + 


4 : 


03 05-A0G5 




4 + 


3-4 + 


-ve-li- 


1 + 






3 + 


3+ s 


II 


94-01 A299 


4 + 


4 + 


4 + 


3-4 + 




4 + 






3-4+ fl 


i 92-10-A139 

1 tf.ft If. 


4 + 


3-4 + 


2-3 + 


1 2+ 




4 + 






3-4+ 9 
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20 


i Dug /ml 


^ug/ml 


lug/ml 


0 , 5 
ug/ml 


<3V97 
sypt . 


GVl 
4 


GV3 
9 


GV59 


91-12-A013 

m k is 


*+ 


2-3 + 


- ve - 3 + 


+ /- 




4 + 






3 i 


i S3-03-A361 

* - 1* * 




4t 


4 + 


3 + 


2+ 


4 + 






3 + 




94-04-V037 JS£# 




-ve ^ 
4* 


-ve ~ 
3 + 


1+ 


- ve 






3- 
3 + 


2 3* 


I*? ffl H£ 




4 ;■ 


3-* + 


1+ 


1+ 






4 + 




-> it fa 




1 1 






i 


1 





[06 66] [Jll 3] 







& GY37 
















20 ugfml 


lUug/ml 


bugfml i 


2ugimt 


0.5 uqJotI 


GV97 
supl. 


GVl 
4 


G/39 


GV59 
supt. 




9101A128 

***** 




3 + 


Z + 


1 + 








23+ 


2 3: 


B4 02-BDV0 












2-3 + 




23 + 


_ 


82 01 A282 N. 

; _ 


4+ 


4 + 


4+ 


3 4 + 




4 + 






3-4 + 


93 ID At IB W r 




M + 


1-3+ 


■ve*2 + 


ve 


3-4 + 




23+ 


3-4 + 


90 GG At 16 IIL 
















2 + 




| 93 02 A350 N. 




3-4+ 




1 + 


+1 






4 + 


4 + 


I 93 U5 A503 N. 












4 + 






4 + 
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J$SL Gvg/ 
















On iin, ml 


lOuff/inl 


6trg/ml 


1 ugM 

2ugM 


r ■ I _ 'it 

0.5 uff/ml 


GV97 
supt. 


GV1 
4 


GV39 


GV59 
supt. 


I 94-03-A/44 N. 




4 + 


13 + 


ve 1 + 


-ve 






4 + 


4+ 


1 90-D2-B132 N. 


r ■ 

1 + 


+/■ 


-ve 




-VB 


1-3+ 


2- 
3+ 


2-3 + 


2-3 +■ 


I 94-01 -A181 IV. 




1-4+ 


13 + 




-VB 








3-4 + 


I 90 D5-DQD8 N. • 




2-4+ 


13 + 


+/ 


-ve 






2-3 + 


2-3 + 


93-05- A . . 4 N« 




2.t 


/-li- 




-ve 


-ve 






?-3 + 


94-04- A331 N. 




1-3+ 


ve 2+ 


■vs 


ve 








3 + 


SB 06- 107 N. 

ffi 

1 


3 + 


2 + 


• f- 


•vc 




3-4+ 






3 + 


10184b il 

IS? 

fl 01 -845 t-jfj 




if 




2.+ 


if s^fc^T- 


3 + 






3^1+ 








#f|* GV97 
















20 ugjml 


1 0itgAnl 


yug/ml 


1 ugfml 
2ugM 


0.5 ugM 


GV97 
supt 


GV1 
4 


GV39 


GVb9 
supL 


| 90-11-8337 N. 

. — 




2-3+ 


+ /-1 + 


vc 


-ve 






3 + 


3 + 




93-M-MH1 N. 












4 + 




3 + 




94-02-A197 N. 












4 + 




3+ 




93- 02- AD Li 1 




-va-1 + 


-VB 


-V3 


-ve 






+/- 


+[•?+ 


93-0?- A1U3 


4+ 


3+ 


2 + 


1 + 












92-U-A0U6 N. 




Kit 


0.5 + 


•VS 


•VB 
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Jflf U. GV97 
















ZD uu/ml 


lOug/ml 


Gunfml 


lugfml 
2tig/ml 


0.5 ug/mi 


CV97 
SUpL 


GV1 
4 


GV39 


GV59 
supt. 


91-03-A207 N. 




2.5 + 


15 + 


1 + 


.5 + 








2-3: 


92 02 A1 39 H. 


i + t« is 




VE 














93-06 All R H 

/pi ~£l j?3< 






-W 


W 










3+ 


93-11 A317d 




3-4 + 


2 3 + 


-VB-3 + 


-V6-1 + 






3 4 + 


3-4+ j 


9302- A315 






0.5+ 


-Vfi 


-ve 






1 + 


1.? + 


92 04 A0B9 N. 




1 + 




+J- 


*/■ 






15 + 




91 -04- A1 17 

A* , 




1 + 


"■/* 




-VE 






: M + 


3-4 + 
























20 ugM 


iDugjml 




lugjml 


0.5 tigjiri 


GV97 
supt. 


GV1 

4 


GV39 


GV59 
supt. 


fr ft 


&4-01-A0G5 




3-4 + 


2 + 




-ve 






34 + 


<+ 


91 -137-11007 N. 


14+ 


13 + 


12 + 


-ve 


ve 


13+ 






13: 


95 U3-A395 N. 




4+ 


34 + 


12 + 


0.5-1 + 






4 + 


4+ 


Jt * 


9M1-AU77 N, 


2-3+ 


2+ 


It 


•ve 


-ve 


2-3 + 






34: 


90 GB AU22 N. 

1 




^rtl+tWC 


tffVii 0,5+ 
2+ 




0,5-1 s- 






3 + 


3; 


SI 03 A057 N. 




2+ 


1 + 




■Vs 






34 + 


3 4 : 


91 09B017E 




3+ 


2+ 


+ J-1 + 








2-3 + 


2-3 + 
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#Stt GV97 
















20 ug/ml 


IGug/mE 




2ugM 


0.5 ug/inl 


GV9/ 
supt 


6VT 
4 


GV39 


GVG9 
stint 


93 07-A236 N. 
Spicen 




3-4+ 


3-4 + 


VB-3 + 


-ire 








2-4 + 


93-07-252 N. 
spicen 




3+ 


1 + 


+/ 


-VB 






2-3 + 












94 04-A252 N. 

S'J If "W 


4* 


4+ 


34 + 


1-2 + 




4 + 






H 


93 05-AOBG N, 

*l ¥ ftLff 








-ira 


-ve 






2-3+ 


3 4 + 


92 03 A1 b7 

4* ft ^ 




1 + 


+/- 


+/- 


VB 






4 + 


4+ 


91-03-B019 N. 




-VB-3 + 


-vfr 2 :■ 


VB-1 + 


-re 






2-3+ 


23+ 








£ x 








JSfflL GV97 
















20 upJml 


lOugM 


LiUfl/ml 


1ugM 
2ug/m1 


0.5 ugfml 


GV9/ 
supL 


GV1 
4 


GV39 


GVbO 
supt. 


93-DS-A048 N. 












4 + 






2 3 + 


91-11-A075 N. 




4 + 


3+ 


2+ 


1 + 








4+ 1 


93-10-8001 N. 




4 + 


3* 




•n 








H-+ | 








92 OB AQV9 W. 




+1- to 4+ 


+|- to 3f 


+ to 1 + 








2 + 


2+ | 
I 


8902257 

**, 

marches 2SS 

»*, 




4 + 


3 4 + 




12+ 






1 + 


3 4+ 








93 05A203 N. 




-ve 2 + 




+f- 


■ve 






2 + 


3* 







ffl & GV97 
















ZQ ug/ml 


lOug/ml 


btjgJml 


1 ugfml 
2uy(mf 


0.5 ugfml 


GV9/ 
supt. 


6V1 
4 


GV39 


GVG9 
supt. 


92 -12-A233 N. 




2^1+ 


1-2+ 

»/* 




-ve 








23 + 



[0667] 



[814] 
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«^ 


GVa7 














20 uglml 




Eug/ml 


lug/ml 
Tugfml 


O.j tiglml 


9F/ supt 


3F3> supt. 


51 9 snpt. 








2 + 


t-2* 


+r- 


+1- 




1*2 + 


1-Z + 




4+ 


! 3 + 


2+ 








4 + m 


4 + m 

1 






















4 + 




£$L*>|-2.T 


^ & *> y- 






















GV97 










— 1 




20 ugfml 






lug/ml 
?ugfml 


0.:- uy/uil 


9F7 supt. 


3F9 supt. 


5F9 supt. 1 


B 


34 + 


3+ 


7- 

i+ 








3-4+ 
fVlllveJ 


3-4+ 
f VI II vet 




















■ ft* 1 | 
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(D) K-Kai;-: HM% 
(ii) ffi?iJ<50«K: fflWSBt 

(A) : /desc = r D N A j 

(xi) sm ■■ mtmni 3- 

CGCGGATCCA CCGCCACCAG ATCCACCGCC TCCTTCTCTGMTTCCCCTT TCT 53 

(2) mm%14<Wffl: 
(i) lEWtfft: 

(A) 31$ : 44 

(B) M : SSS 

(c> mm. : -** 
(D) htfm;-: mm®. 

(ii) E5IJ<50«»: fi!l<50SK 

(A) ffiPM : /desc = r DNAj 
(xi) EM : iEJiJS# 1 4 : 
CGCGGATCCG GCGGTGGAGG CTCTTCAGGC ACTACAAATACTGT 44 

(2) 5<7>ffffB: 
(i) ffiflkOSftfe: 

(a) ji$ : 31 umn 

(b) m : mm 

(C) ft£>R : 

(d) n:*:^ 
(ii) &mmm: mcomn 

(A) IM 0 j1 : /desc = r D N A j 
(xi) E?'J : Wftttl 5: 
TGACAAGCTT ATTCTCTGAA TTCCCCTTTCT 31 



(1 1 5)12003-55398 (P2003-55398A) 



(2) mimm ecomm-. 

(i) ffi#l<9*Sfe: 

(A) J|£ : 50 i&mft 

(B) M : SIS 

(0 : -*« 

(d> hsKni/— : nmtfc 

(ii) EfllOSS : ffi^SIS 

(A) : /desc = r D N A j 

(xi) Mm : EW#*1 6: 
GTCATGCCAT GGCCCTGGTG CCTCGTGGTT CTTGCGGCACTACAAATACT 50 

(2) E^JS^l 7<7)Wfg: 

(i) SfflrtHfe: 
(A) : 31 

(b> m : sis 

(O : 
(D) N^ny-: 

(ii) KM«SIB: ffi^SBS 

(A) gJBJl : /desc = r D N A j 

(xi) e^j : mmm7: 

TGACAAGCTT ATTCTCTGAA TTCCCCTTTCT 31 

(2) E^JS^l 8<Wffl: 
(i) BBM^fe: 

(A) J|§ : 44 &K*t 

(B) Sf : SIS 

(C) MCDW : -*« 

(D) N^n^-: jOH£ 

(ii) E#I<9«S: fft^SIS 

(A) fftBJ! : /desc = r DNAj 

(xi) E#l : E?lJ## 1 8 : 
GTCATGCCAT GGCCCTGGTG CCTCGTGGTT GCACTACAAATACT 44 

(2) K*|#?l 9»M: 
(i) mmcD^fc: 

(A) j|$ : 34 f&Mtt 

(B) M : SIS 

(c> mcom : 

(D) h*°US/-: 

(ii) ffi^an: m^sis 

(A) m% : /desc = r D N A j 
(xi) E?'J : IE?iJ#-f-l 9: 

TGACAAGCTT AGCATTCTCT GAATTCCCCTTTCT 34 

(2) mm*2O0xm: 

(i) E?ij60#fe: 

(A> : 19 umn 

(B) Sf : SIS 

(C) : 

(D) h^n^-: ffigR 
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(ii) : ffitf)8Ei 

(A)iMIJ : /desc = TDNAj 
(xi) E?rj : IE?lJ#^2 0 : 
CMGTT CAGCCAAGAAAAC 19 



(2) ®&m^2 ltfOflWR: 
(i) K^Nrfe: 

(A) : 36 ffiS*f 

(B) S : Klg 

(C) ft£>J& : -*« 

(D) ^Oy-: (UftR 
(ii) KWIffll: 

(A) IftHH : /desc = r D N A j 
(xi) &m : BE?iJ#-^2 1 : 
ACACTTTATT ATCGGAAATC TTCAGCTTCAGGAAAG 36 



(2) wmw2 2<?>mi: 

(i) K^Jtf)#fe : 

(A) : 657 ffi*** 

(B) m : 

(C) m<m. : -2MB 

(D) b*°ny-: WORK 
(xi) E#I : E#l#§-2 2: 

TCAGGCACTA CAAATACTGT GGCAGCATAT 

ACAATTTTGG AGTGGGAACC CAAACCCGTC 

AAGTCAGGAG ATTGGAAAAG CAAATGCTTT 

GACGAGATTG TGAAGGATGT GAAGCAGACG 

GGGAATGTGG AGAGCACCGG TTCTGCTGGG 

ACACCTTACC TGGAGACAAA CCTCGGACAG 

ACAAAAGTGA ATGTGACCGT AGAAGATGAA 

CTAAGCCTCC GGGATGTTTT TGGCAAGGAC 

TCAAGTTCAG GAAAGAAAAC AGCCAAAACA 

AAAGGAGAAA ACTACTGTTT CAGTGTTCAA 

AAGAGTACAG ACAGCCCGGT AGAGTGTATG 



AATTTAACTTGGAAATCAAC TAATTTCAAG 60 

AATCAAGTCTACACTGTTCA AATAAGCACT 120 

T AC AC AAC AGACACAG AGTG TGACCTCACC ISO 

TACTTGGCACGGGTCTTCTC CTACCCGGCA 240 

GAGCCTCTGTATGAGAACTC CCCAGAGTTC 300 

CCAACAATTCAGAGTTTTGA ACAGGTGGGA 360 

CGGACTTTAGTCAGAAGGAA CAACACTTTC 420 

TTAATT TAT ACACTTTATT A TTGGAAATCT 480 

AACACTAATGAGTTTTTGAT TGATGTGGAT 540 

GCAGTGATTCCCTCCCGAAC AGTTAACCGG 600 

GGC CAGGAGAAAGGGG AATT CAGAGAA 657 



(2) w&mw2 3<?xm: 

(i) Efflvm& : 

(A) J|£ : 219 T$yi 

(B) M: 7571 

(c) m<m : 

(D) h*Oy-: fi»R 
(xi) W3\ : I£^J#-^2 3 : 

Ser Gly Thr ThrAsn Thr Val Ala Ala Tyr Asn Leu Thr Trp Lys Ser 
15 10 15 

Thr Asn Phe LysThr He Leu Glu Trp Glu Pro Lys Pro Val Asn Gin 

20 25 30 

Val Tyr Thr ValGln He Ser Thr Lys Ser Gly Asp Trp Lys Ser Lys 

35 40 45 

Cys Phe Tyr ThrThr Asp Thr Glu Cys Asp Leu Thr Asp Glu He Val 
50 55 60 
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Lys Asp Val LysGln Thr Tyr Leu Ala Arg Val Phe Ser Tyr Pro Ala 
65 70 75 80 

Gly Asn Val GluSer Thr Gly Ser Ala Gly Glu Pro Leu Tyr Glu Asn 

85 90 95 

Ser Pro Glu PheThr Pro Tyr Leu Glu Thr Asn Leu Gly Gin Pro Thr 

100 105 110 

He Gin Ser PheGlu Gin Val Gly Thr Lys Val Asn Val Thr Val Glu 

115 120 125 

Asp Glu Arg ThrLeu Val Arg Arg Asn Asn Thr Phe Leu Ser Leu Arg 

130 135 140 

Asp Val Phe GlyLys Asp Leu He Tyr Thr Leu Tyr Tyr Trp Lys Ser 
145 150 155 160 

Ser Ser Ser GlyLys Lys Thr Ala Lys Thr Asn Thr Asn Glu Phe Leu 

165 170 175 

He Asp Val AspLys Gly Glu Asn Tyr Cys Phe Ser Val Gin Ala Val 

180 185 190 

He Pro Ser ArgThr Val Asn Arg Lys Ser Thr Asp Ser Pro Val Glu 

195 200 205 

Cys Met Gly GlnGlu Lys Gly Glu Phe Arg Glu 
210 215 



(2) K^J#^2 4C0fiffg: 
(i) E#[tf>*Rffe: 

(A) J|§ : 1947 tSS*T 

(B) M : WS. 

(o m<m : 

(D) NsKoSh?-: WK&St 
(xi) IB?rJ : |g^ij#^2 4: 
TGCAGCTGCC TGGCTGCCTG GCCCTGGCTG 
TGTTCCTGGC TCCTCAGCAA GCACGGTCGC 
TCTTGGAGGA GGTGCGCAAG GGCAACCTAG 
ACGAGGAGGC CTTCGAGGCT CTGGAGTCCT 
ACACAGCTTG TGAGACAGCG AGGACGCCTC 
ACTGTGCTGA GGGTCTGGGT ACGAACTACC 
TTGAGTGCCA GCTATGGAGG AGTCGCTACC 
ATCCTGGGGC CGACCTACAG GAGAATTTCT 
CCTGGTGCTA CACTACAGAC CCCACCGTGA 
GCCAGGATCA AGTCACTGTA GCGATGACTC 
CACCTCCATT GGAGCAGTGT GTCCCTGATC 
TGACCACACA TGGGCTCCCC TGCCTGGCCT 
AGCACCAGGA CTTCAACTCA GCTGTGCAGC 
GGGATGAGGA GGGCGTGTGG TGCTATGTGG 
ACCTCAACTA TTGTGAGGAG GCCGTGGAGG 
CAGACAGGGC CATCGAAGGG CGTACCGCCA 
GGACCTTTGG CTCGGGAGAG GCAGACTGTG 
TGGAGGACAA AACCGAAAGA GAGCTCCTGG 
GCTCGGATGC AGAGATCGGC ATGTCACCTT 
AGGAGCTGCT GTGTGGGGCC AGCCTCATCA 
GCCTCCTGTA CCCGCCCTGG GACAAGAACT 
GCAAGCACTC CCGCACCAGG TACGAGCGAA 



CCCTGTGTAGCCTTGTGCAC 


AGCCAGCATG 


60 


TGCTCCAGCGGGTCCGGCGA 


GCCAACACCT 


120 


AGCG AG AGTG CGT GG AGG AG 


ACGTGCAGCT 


180 


CCACGGCTACGGATGTGTTC 


TGGGCCAAGT 


240 


GAGATAAGCTTGCTGCATGT 


CTGGAAGGTA 


300 


GAGGGCATGTGAACAT CACC 


CGGTCAGGCA 


360 


CACATAAGCCTGAAATCAAC 


TCCACTACCC 


420 


GCCGCAACCCCGACAGCAGC 


AACACGGGAC 


480 


GGAGGC AGGAATGCAG CAT C 


CCTGTCTGTG 


540 


C ACGCT CCG AAGG CT C C AGT 


GTGAATCTGT 


600 


GGGGGCAGCAGTACCAGGGG 


CGCCTGGCGG 


660 


GGG CC AGCGC AC AGG C C AAG 


GCCCTGAGCA 


720 


TGGTGGAGAACTTCTGCCGC 


AACCCAGACG 


780 


CCGGGAAGCCTGGCGACTTT 


GGGTACTGCG 


840 


AGGAGACAGGAGATGGGCTG 


GATGAGGACT 


900 


CAAGTGAGTACCAGACTTTC 


TTCAATCCGA 


960 


GGCTGCGACCT CTGTT CGAG 


AAGAAGTCGC 


1020 


AAT CCT AC AT CGACGGGCGC 


ATTGTGGAGG 


1080 


GGC AGGTG AT G CT TT T CCGG 


AAGAGTCCCC 


1140 


GTGACCGCTGGGT CCT CACC 


GCCGCCCACT 


1200 


TCACCGAGAATGACCTTCTG 


GTGCGCATTG 


1260 


ACATTGAAAAGATATCCATG 


TTGGAAAAGA 


1320 
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TCTACATCCA CCCCAGGTAC AACTGGCGGG AGAACCTGGACCGGGACATT GCCCTGATGA 1380 

AGCTGAAGAA GCCTGTTGCC TTCAGTGACT ACATTCACCCTGTGTGTCTG CCCGACAGGG 1440 

AGACGGCAGC CAGCTTGCTC CAGGCTGGAT ACAAGGGGCGGGTGACAGGC TGGGGCAACC 1500 

TGAAGGAGAC GTGGACAGCC AACGTTGGTA AGGGGCAGCCCAGTGT CCTG CAGGTGGTGA 1560 

ACCTGCCCAT TGTGGAGCGG CCGGTCTGCA AGG ACT CCACCCGGAT CCGC ATCACTGACA 1620 

ACATGTTCTG TGCTGGTTAC AAGCCTGATG AAGGGAAACGAGGGGATGCC TGTGAAGGTG 1680 

ACAGTGGGGG ACCCTTTGTC ATGAAGAGCC CCTTTAACAACCGCTGGTAT CAAATGGGCA 1740 

TCGTCTCATG GGGTGAAGGC TGTGACCGGG ATGGGAAATATGGCTTCTAC ACACATGTGT 1800 

TCCGCCTGAA GAAGTGGATA CAGAAGGTCA TTGATCAGTTTGGAGAGTAG GGGGCCACTC 1860 

ATATTCTGGG CTCCTGGAAC CAATCCCGTG AAAGAATTATTTTTGTGTTT CTAAAACTAT 1920 

GGTTCCCAAT AAAAGTG ACT CT C AG CG 1947 

(2) «S^2 5cDmm-. 

(i) Eflfctfftfe: 

(A) J|£ : 2462 JgttSt 

(b) m : mm 

(c) smm : 

(d) b*ny- : mm 

(xi) Mm : I?'IS^2 5: 

TCAACAGGCA GGGGCAGCAC TGCAGAGATT T CATCATGGT CTCCCAGGCC CTCAGGCTCC 60 

TCTGCCTTCT GCTTGGGCTT CAGGGCTGCC TGGCTGCAGGCGGGGTCGCT AAGGCCTCAG 120 

GAGGAGAAAC ACGGGACATG CCGTGGAAGC CGGGGCCT CACAG AGT CT T C GTAACCCAGG 180 

AGGAAGCCCA CGGCGTCCTG CACCGGCGCC GGCGCGCCAACGCGTT CCTG GAGGAGCTGC 240 

GGCCGGGCTC CCTGGAGAGG GAGTGCAAGG AGGAGCAGTGCTCCTT CGAG GAGGCCCGGG 300 

AGATCTTCAA GGACGCGGAG AGGACGAAGC TGTTCTGGATTTCTTACAGT GATGGGGACC 360 

AGTGTGCCTC AAGTCCATGC CAGAATGGGG GCT CCT GC AAGGACC AGCT C CAGTCCTATA 420 

TCTGCTTCTG CCTCCCTGCC TTCGAGGGCC GGAACTGTGAGACGCACAAG GATGACCAGC 480 

TGATCTGTGT GAACGAGAAC GGCGGCTGTG AGCAGTACTGCAGTGACCAC ACGGGCACCA 540 

AGCGCTCCTG TCGGTGCCAC GAGGGGTACT CT CTGCTGGCAGACGGGGTG TCCTGCACAC 600 

CCACAGTTGA ATATCCATGT GGAAAAATAC CT ATT CT AGAAAAAAG AAAT GCCAGCAAAC 660 

CCCAAGGCCG AATTGTGGGG GGCAAGGTGT GCCCCAAAGGGGAGTGTCCA TGGCAGGTCC 720 

TGTTGTTGGT GAATGGAGCT CAGTTGTGTG GGGGGACCCTGATCAACACC ATCTGGGTGG 780 

TCTCCGCGGC CCACTGTTTC GACAAAATCA AGAACTGGAGGAACCTGATC GCGGTGCTGG 840 

GCGAGCACGA CCTCAGCGAG CACGACGGGG ATGAGCAGAGCCGGCGGGTG GCGCAGGTCA 900 

TCATCCCCAG CACGTACGTC CCGGGCACCA CCAACC ACGACAT CG CGCTG CTCCGCCTGC 960 

ACCAGCCCGT GGTCCTCACT GACCATGTGG TGCCCCTCTGCCTGCCCGAA CGGACGTTCT 1020 

CTGAGAGGAC GCTGGCCTTC GTGCGCTTCT CATTGGTCAGCGGCTGGGGC CAGCTGCTGG 1080 

ACCGTGGCGC CACGGCCCTG GAGCTCATGG TGCTCAACGTGCCCCGGCTG ATGACCCAGG 1140 

ACTGCCTGCA GCAGTCACGG AAGGTGGGAG ACTCCCCAAATATCACGGAG TACATGTTCT 1200 

GTGCCGGCTA CTCGGATGGC AGCAAGGACT CCTGCAAGGGGGACAGTGGA GGCCCACATG 1260 

CCACCCACTA CCGGGGCACG TGGTACCTGA CGGGCATCGT CAGCTGGGGC CAGGGCTGCG 1320 

CAACCGTGGG CCACTTTGGG GTGTACACCA GGGTCT CCCAGTACAT CGAG TGGCTGCAAA 1380 

AGCTCATGCG CTCAGAGCCA CGCCCAGGAG TCCTCCTGCGAGCCCCATTT CCCTAGCCCA 1440 

GCAGCCCTGG CCTGTGGAGA GAAAGCCAAG GCTGCGTCGAACTGTCCTGG CACCAAATCC 1500 

CAT AT ATT CT TCTGCAGTTA ATGGGGTAGA GGAGGGCATGGGAGGGAGGG AGAGGTGGGG 1560 

AGGGAGACAG AGACAGAAAC AGAGAGAGAC AGAGACAGAGAGAGACTGAG GGAGAGACTC 1620 

TGAGGACATG GAGAGAGACT CAAAGAGACT CCAAG ATT CAAAG AG ACT AA TAGAGACACA 1680 

GAGATGGAAT AGAAAAGATG AGAGGCAGAG GCAGACAGGCGCTGGACAGA GGGGCAGGGG 1740 

AGTGCCAAGG TTGTCCTGGA GGCAGACAGC C CAGCT GAGC CT C CT T AC CT CCCTTCAGCC 1800 

AAGCCCCACC TGCACGTGAT CTGCTGGCCC TCAGGCTGCTGCTCTGCCTT CATTGCTGGA 1860 
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GACAGTAGAG GCATGAACAC ACATGGATGC 
AGATATGCAC ACACACGGAT GCACACACAG 
ATGCACACGC ACATAGAGAT ATGCACACAC 
ACGCACATGC CAATGCACGC ACACATCAGT 
CGATGTGCGC ACACACAGAT ATGCACACAC 
CACACACCGA TGTACACACA CAGATGCACA 
ATGTGTGCTG TCCTCTGAAG GCGGTTGTTT 
TCATCTTCAC TTCAGACAAT TCAGAAGCAT 
TCTCCCCCAA ATGTATTTCT CCCTTCGCTG 
TGCTTCCCAG CTTCACAATA AACGGCTGCG 
CC 



ACACACACACACGCCAATGC ACACACACAG 1920 

ATGGT CACACAGAGAT ACGC AAACACACCG 1980 

AGATGCACACACAGATATAC ACATGGATGC 2040 

GCACACGGATGCACAGAGAT ATGCACACAC 2100 

ATGG AT GAGC AC ACAC AC AC CAAGTGCGCA 2160 

CACAGATGCACACACACCGA TGCTGACTCC 2220 

AGCTCTCACTTTTCTGGTTC TTATCCATTA 2280 

CACCATGCATGGTGGCGAAT GCCCCCAAAC 2340 

GGTGCCGGGCTGCACAGACT ATTCCCCACC 2400 

T CT CCT CCGCACACCTGT GG TGCCTGCCAC 2460 

2462 



(2) mm%2 6<7>ffll: 

(i) Eflfctfftfe: 

(A) j|£ : 1437 mXft 

(b) m : wm 

(C) m<7M : 

(d) b*ny- : mm 

(xi) K3*J:K3aj#f-2 6: 
ATGCAGCGCG TGAACATGAT CATGGCAGAA 
GGATATCTAC TCAGTGCTGA ATGTACAGTT 
CTGAATCGGC CAAAGAGGTA TAATTCAGGT 
GAGAGAGAAT GTATGGAAGA AAAGTGTAGT 
ACTGAAAAGA CAACTGAATT TTGGAAGCAG 
CCATGTTTAA ATGGCGGCAG TTGCAAGGAT 
TTTGGATTTG AAGGAAAGAA CTGTGAATTA 
TGCGAGCAGT TTTGTAAAAA TAGTGCTGAT 
TATCGACTTG CAGAAAACCA GAAGTCCTGT 
GTTTCTGTTT CACAAACTTC TAAGCTCACC 
TATGTAAATC CTACTGAAGC TGAAACCATT 
TTTAATGACT TCACTCGGGT TGTTGGTGGA 
CAGGTTGTTT TGAATGGTAA AGTTGATGCA 
TGGATTGTAA CTGCTGCCCA CTGTGTTGAA 
GAACATAATA TTGAGGAGAC AGAACATACA 
ATTCCTCACC ACAACTACAA TGCAGCTATT 
GAACTGGACG AACCCTTAGT GCTAAACAGC 
GAATACACGA ACATCTTCCT CAAATTTGGA 
TTCCACAAAG GGAGATCAGC TTTAGTTCTT 
GCCACATGTC TTCGATCTAC AAAGTTCACC 
CATGAAGGAG GTAGAGATTC ATGTCAAGGA 
GAAGGGACCA GTTTCTTAAC TGGAATTATT 
AAATATGGAA TAT AT AC CAA GGTATCCCGG 
CTCACTTAAT GAAAGATGGA TTTCCAAGGT 



T CACCAAGCCT CATCACCAT CTGCCTTTTA 60 

T TT CT T GATCATG AAAACGC CAACAAAATT 120 

AAATTGGAAGAGTTTGTT CA AGGGAACCTT 180 

TTTGAAGAACCACGAGAAGT TTTTGAAAAC 240 

T ATGT T GATGG AG AT C AGTG TGAGTCCAAT 300 

GACATTAATTCCTATGAATG TTGGTGTCCC 360 

G ATGT AAC ATGT AAC ATT AA GAATGGCAGA 420 

AACAAGGTGGTTTGCT CCTG TACTGAGGGA 480 

GAACCAGCAGTGCCATTT CC ATGTGGAAGA 540 

CGTGCTGAGGCTGTTTTTCC TGATGTGGAC 600 

T TGGAT AACAT CACT C AAGG CACCCAATCA 660 

GAAGATGCCAAACCAGGT CA ATTCCCTTGG 720 

TTCTGTGGAGGCTCTATCGT TAATGAAAAA 780 

ACTGGTGTTAAAATTACAGT TGTCGCAGGT 840 

GAGCAAAAGCGAAATGTGAT TCGAGCAATT 900 

AATAAGTACAACCATGACAT TGCCCTTCTG 960 

TACGTTACACCTATTTGCAT TGCTGACAAG 1020 

T CTGGCTATGT AAGTGGCTG GGCAAGAGTC 1080 

CAGTACCTTAGAGTTCCACT TGTTGACCGA 1140 

ATCTATAACAACATGTTCTG TGCTGGCTTC 1200 

GATAGTGGGGGACCCCATGT TACTGAAGTG 1260 

AGCTGGGGTGAAGAGTGTGC AATGAAAGGC 1320 

TATGTCAACTGGATTAAGGA AAAAACAAAG 1380 

TAATTCATTGGAATTGAAAA TTAACAG 1437 



(2) mm^2 7cD<\m- 

(i) KWfffc: 

(A) J|§ : 1126 SIW 

(B) M : Sffi 

(d) hiKos/-: mm 
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(xi) WM : E^J#-^2 7: 
GGATTCGAAG GCAAAAACTG TGAATTATTC ACACGGAAGCT CTGCAGCCT GGACAACGGG 
GACTGTGACC AGTTCTGCCA CGAGGAACAG AACTCTGTGGTGTGCTCCTG CGCCCGCGGG 
TACACCCTGG CTGACAACGG CAAGGCCTGC ATTCCCACAGGGCCCTACCC CTGTGGGAAA 
CAGACCCTGG AACGCAGGAA GAGGTCAGTG GCC CAGGCCACCAGC AGCAG CGGGGAGGCC 
CCTGACAGCA TCACATGGAA GC CAT AT GAT GCAGCCGACCTGGACCCCAC CGAGAACCCC 
TTCGACCTGC TTGACTTCAA CC AG ACGCAG CCTGAGAGGGGCGACAACAA CCTCACCAGG 
ATCGTGGGAG GCCAGGAATG CAAGGACGGG GAGTGTCCCTGGCAGGCCCT GCTCATCAAT 
GAGGAAAACG AGGGTTTCTG TGGTGGAACC ATTCTGAGCGAGTTCTACAT CCTAACGGCA 
GCCCACTGTC TCTACCAAGC CAAGAGATTC GAAGGGGACCGGAACACGGA GCAGGAGGAG 
GGCGGTGAGG CGGTGCACGA GGTGGAGGTG GT CAT C AAGCACAAC CGGTT CACAAAGGAG 
ACCTATGACT TCGACATCGC CGTGCTCCGG CTCAAGACCCCCATCACCTT CCGCATGAAC 
GTGGCGCCTG CCTGCCTCCC CGAGCGTGAC TGGGCCGAGTCCACGCTGAT GACGCAGAAG 
ACGGGGATTG TGAGCGGCTT CGGGCGCACC C ACGAG AAGGGCCGG C AGT C CACCAGGCTC 
AAGATGCTGG AGGTGCCCTA CGTGGACCGC AACAGCTGCAAGCTGTCCAG CAGCTTCATC 
ATCACCCAGA ACATGTTCTG TGCCGGCTAC GACACCAAGCAGGAGGATGC CTGCCAGGGG 
GACAGCGGGG GCCCGCACGT CACCCGCTTC AAGGACACCTACTTCGTGAC AGGCATCGTC 
AGCTGGGGAG AGGGCTGTGC CCGTAAGGGG AAGTACGGGAT CT ACACCAA GGTCACCGCC 
TTCCTCAAGT GGATCGACAG GTCCATGAAA ACCAGGGGCTTGCCCAAGGC CAAGAGCCAT 
GCCCCGGAGG TCATAACGTC CTCTCCATTA AAGTGAGATCCCACTC 

(2) w&m*2 8<?xm: 

(i) E#Itf>*Rffe: 

(A) J|§ : 45 t&Mtt 

(b)M: mm 

(D) WK&St 

(iD mn^mm-. mcomm 

(A) Mm : /desc = r DNAj 
(xi) R3*J : ffi^iJ#-^2 8: 
GAAGAAGGGA TCCTGGTGCC TCGTGGTTCT GGCACTACAAATACT 

(2) ffi^J#^2 9tf)«$B: 
(i) KMc049fe: 

(A) : 30 igMtt 

(b) m : mm 
(c> mmt : 



(ii) mmmrn-. m^mm 

(A) Mm : /desc = r D N A j 
(xi) &m : BE?iJ#^§-2 9: 

CTGGCCTCAA GCT T AACGGAAT T CACCT TT 

(2) EW##3O0>BHB: 
(i) K#I<Z)#fe : 

(A)*S : 25 7 571 

(B) M: 7571 

(c) mem : -** 

(D) hTKn^-: tttK 
(ii) ffi^J^SM : ^T^F 



60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
660 
720 
780 
840 
900 
960 
1020 
1080 
1126 



45 
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(xi) E?(I : E?fl##3 0: 

Ala Pro Met AlaGlu Gly Glu Gin Lys Pro Arg Glu Val Val Lys Phe 
15 10 15 

Met Asp Val TyrLys Arg Ser Tyr Cys 
20 25 



(2) EMS#3 lcJXffB: 
(i) SM<Mfi&: 

(A) : 26 T=iJM 

(B) M : T$SM 

(C) M<QR : -*« 

(ii) : ^Tf-F 

(xi) EM : E?iJ#^3 1 : 

Ala Pro Met AlaGlu Gly Gly Gly Gin Asn His His Glu Val Val Lys 
15 10 15 

Phe Met Asp ValTyr Gin Arg Ser Tyr Cys 
20 25 



(2) E^JH^p- 3 2 ffy 
(i) EM<0#fc 

(A) j|£ : 25 7S7 

(b> M: r^ym 
(o m<m. : -** 
(d> hxm;-: mm^ 

(ii) MFl&WS. : ^.Tf-H 
(xi) jE5U:E5lJ#f-3 2: 

Met Ala Ala GlySer He Thr 
1 5 

Asp Gly Gly AlaPhe Ala Pro 
20 

[HI] 0m.. B21-2/10H10ZlSSttS 
fo&jtLtl. tTF«A2 0«^I?ii6(tet 
he r i ng) Sr^T. A 2 0«£«^%i!UK<7)B 2 
1-2/10H10 (fiEM) , SFR8/1 OHIO 

(MA) *fc«:B 2 1-2/OX7 <QA) *3 J; ViiS#J 

i 2 s i-tTF<9ifc£, HSfePJl I i a 

[H2]H2i4. A2 OMSfcD^S^'it^^iX^t 

t f ^^-coa t N jMaieo*ia * f^»-r & t com& % 

jfrt. A2 0«Sr. m*%mmtOB2 1 - 2/1 OH 

i o & x tas*J*<7) tTFt ^-fb-t- h U 9 AcD# 



125 i - tTF h4t(C4 0 C(CT lB#Pa1-f y^A^— t- 



Thr Leu Pro Ala Leu Pro Glu Gly Gly 
10 15 

Gly Cys 
25 

f «s5t^ . siMM 1 1 izwm-h x o tsuse Lfc («& 
») . 5(u^»a 2 o MBtaii. feii^jiiiai 
tTF«-fo ii/to ) ii „ 190 tp-emm l . 

[03] 13A, H3B, m3CHXX/M3 D(±. 37 

u t«a-^w)jiii*jiiittjBiKtj j:wwmbk>i9 

ISO . 8 c m<?)C 1 3 0 0 ( M u 
7") W&* : &t&3VC<7F?*7X<7)<7')V~- 7\,Z. 14/J.g 
i?)B21-2/10Hl OJoiV'l lj«g«tTFK 

& £ a r a u f ft&tt t 4j i 4 -a . h 3 

A ; mm : JfiPWf25S£ (intact) T'#> K) JB*ffl 
fla(i«STa55. EEI3 B ; 0 . 5B$PbJ : Mfflf^ffcfcfcfc 
4Jt«*ijflL^*L-CV^ ; KSSiBBJElittSTfcS. H 
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DESCRIPTION 

METHODS AND COMPOSITIONS FOR THE 
SPECIFIC COAGULATION OF VASCULATURE 

5 

BACKGROUND OF THE INVENTION 
1. Field of the Invention 

10 

The present invention relates generally to the 
fields of blood vessels and of coagulation. More 
particularly, it provides a variety of growth factor- 
based and immunological reagents, including bispecific 
15 antibodies, for use in achieving specific coagulation. 

2 • Description of the Related Art 

Advances in the chemotherapy of neoplastic disease 
20 have been realized during the last 30 years. This 
includes some progress in the development of new 
chemotherapeutic agents and, more particularly, the 
development of regimens for concurrent administration of 
drugs. A significant understanding of the neoplastic 
25 processes at the cellular and tissue level, and the 

mechanism of action of basic antineoplastic agents, has 
also allowed advances in the chemotherapy of a number of 
neoplastic diseases, including choriocarcinoma, Wilm' s 
tumor, acute leukemia, rhabdomyosarcoma, retinoblastoma, 
30 Hodgkin's disease and Burkitt's lymphoma. Despite the 
advances that have been made in a few tumors, though, 
many of the most prevalent forms of human cancer still 
resist effective chemotherapeutic intervention. 

35 A significant underlying problem that must be 

« 

addressed in any treatment regimen is the concept of 
"total cell kill." This concept holds that in order to 
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have an effective treatment regimen, whether it be a 
surgical or chemotherapeutic approach or both, there must 
be a total cell kill of all so-called "clonogenic" 
malignant cells, that is, cells that have the ability to 

5 grow uncontrolled and replace any tumor mass that might 
be removed. Due to the ultimate need to develop 
therapeutic agents and regimens that will achieve a total 
cell kill, certain types of tumors have been more 
amenable than others to therapy. For example, the soft 

0 tissue tumors (e.g., lymphomas), and tumors of the blood 
and blood-forming organs (e.g., leukemias) have generally 
been more responsive to chemotherapeutic therapy than 
have solid tumors such as carcinomas . 



15 One reason for the susceptibility of soft and blood- 

based tumors to chemotherapy is the greater physical 
accessibility of lymphoma and leukemic cells to 
chemotherapeutic intervention. Simply put, it is much 
more difficult for most chemotherapeutic agents to reach 

20 all of the cells of a solid tumor mass than it is the 
soft tumors and blood-based tumors, and therefore much 
more difficult to achieve a total cell kill. Increasing 
the dose of chemotherapeutic agents most often results in 
toxic side effects, which generally limits the 

25 effectiveness of conventional anti-tumor agents. 

The strategy to develop successful antitumor agents 
involves the design of agents that will selectively kill 
tumor cells, while exerting relatively little, if any, 

3 0 untoward effects against normal tissues. This goal has 
been elusive to achieve, though, in that there are few 
qualitative differences between neoplastic and normal 
tissues. Because of this, much research over the years 
has focused on identifying tumor- specif ic "marker 

35 antigens" that can serve as immunological targets both 

for chemotherapy and diagnosis. Many tumor-specific, or 
quasi-tumor-specific ("tumor-associated"), markers have 
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been identified as tumor cell antigens that can be 
recognized by specific antibodies. Unfortunately, it is 
generally the case that tumor specific antibodies will 
not in and of themselves exert sufficient antitumor 
5 effects to make them useful in cancer therapy. 

More recently, immunotoxins have been employed in an 
attempt to selectively target cancer cells. Immunotoxins 
are conjugates of a specific targeting agent, typically a 

10 tumor-directed antibody or fragment, with a cytotoxic 
agent, such as a toxin moiety. The targeting agent is 
designed to direct the toxin to cells carrying the 
targeted antigen and to kill such cells. "Second 
generation" immunotoxins have now been developed, for 

15 example, those that employ deglycosylated ricin A chain 

to prevent entrapment of the immunotoxin by the liver and 
reduce hepatotoxicity (Blakey et al., I987a;b) , and those 
with new crosslinkers to endow the immunotoxins with 
higher in vivo stability (Thorpe et al., 1988). 

20 

Immunotoxins have proven effective at treating 
lymphomas and leukemias in mice (Thorpe et al., 1988; 
Ghetie et al., 1991; Griffin et al., 1988a;b) and in man 
(Vitetta et al . , 1991). However, lymphoid neoplasias are 

25 particularly amenable to immunotoxin therapy because the 
tumor cells are relatively accessible to blood-borne 
immunotoxins. Also, it is possible to target normal 
lymphoid antigens because the normal lymphocytes, which 
are killed along with the malignant cells during therapy, 

30 are rapidly regenerated from progenitors lacking the 
target antigens. 

In contrast with their efficacy in lymphomas, 
immunotoxins have proved relatively ineffective in the 
35 treatment of solid tumors (Weiner et al., 1989; Byers 
et al., 1989). The principal reason for this is that 
solid tumors are generally impermeable to antibody- sized 
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molecules: specific uptake values of less than 0.001% of 
the injected dose/g of tumor are not uncommon in human 
studies (Sands et al., 1988; Epenetos et al., 1986). 
Another significant problem is that antigen-deficient 
5 mutants can escape being killed by the immunotoxin and 
regrow (Thorpe et al . , 1988). 

Furthermore, antibodies that enter the tumor mass do 

i 

not distribute evenly for several reasons. Firstly, the 
dense packing of tumor cells and fibrous tumor stromas 
present a formidable physical barrier to macromolecular 
transport and, combined with the absence of lymphatic 
drainage, create an elevated interstitial pressure in the 
tumor core which reduces extravasation and fluid 
convection (Baxter et al., 1991; Jain, 1990). Secondly, 
the distribution of blood vessels in most tumors is 
disorganized and heterogeneous, so some tumor cells are 
separated from extravasating antibody by large diffusion 
distances (Jain, 1990) . Thirdly, all of the antibody 
entering the tumor may become adsorbed in perivascular 
regions by the first tumor cells encountered, leaving 
none to reach tumor cells at more distant sites (Baxter 
et al., 1991; Kennel et al., 1991). 

25 Thus, it is quite clear that a significant need 

exists for the development of novel strategies for the 
treatment of solid tumors. One approach involves the 
targeting of agents to the vasculature of the tumor, 
rather than to tumor cells. Solid tumor growth is highly 

3 0 dependent on the vascularization of the tumor and the 
growth of tumor cells can only be maintained if the 
supply of oxygen, nutrients and other growth factors and 
the efflux of metabolic products are satisfactory. 
Indeed, it has been observed that many existing therapies 

35 may already have, as part of their action, a vascular- 
mediated mechanism of action (Denekamp, 1990) . 
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The present inventors propose that targeting the 
vasculature will likely deprive the tumor of life 
sustaining events and result in reduced tumor growth rate 
or tumor cell death. This approach is contemplated to 
5 offer several advantages over direct targeting of tumor 
cells. Firstly, the target cells are directly accessible 
to intravenously administered therapeutic agents, 
permitting rapid localization of a high percentage of the 
injected dose (Kennel et al., 1991) . Secondly, since 

10 each capillary provides oxygen and nutrients for 

thousands of cells in its surrounding 'cord' of tumor, 
even limited damage to the tumor vasculature could 
produce an avalanche of tumor cell death (Denekamp, 1990; 
Denekamp, 1984) . Finally, the outgrowth of mutant 

15 endothelial cells, lacking a target antigen, is unlikely 
because they are normal cells. 

At the present time, it is generally accepted that 
for tumor vascular targeting to succeed, antibodies are 

20 required that recognize tumor endothelial cells but not 
those in normal tissues. Although several antibodies 
have been raised (Duijvestijn et al., 1987; Hagemeier 
et al., 1986; Bruland et al., 1986; Murray et al., 1989; 
Schlingemann et al., 1985), none have shown a high degree 

25 of specificity. Also, there do not appear to be reports 
of any particular agents, other than the aforementioned 
toxins, that show promise as the second agent in a 
vascular targeted antibody conjugate. Thus, 
unfortunately, while vascular targeting presents certain 

30 theoretical advantages, effective strategies 

incorporating these advantages have yet to be developed. 



35 



SUMMARY OF THE INVENTION 

The present invention overcomes the limitations of 
the prior art by providing novel compositions and methods 
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for use in achieving specific coagulation, for example, 
coagulation in tumor vasculature, with limiting side- 
effects. The invention, in a general and overall sense, 
concerns various novel immunological and growth factor- 
5 based bispecific compositions capable of stimulating 
coagulation in disease-associated vasculature, and 
methods for their preparation and use. 

The invention provides binding ligands that may 
10 generally be described as "bispecific binding ligands". 
Such ligands comprise a "first binding region" that 
typically binds to a disease-related target cell, such as 
a tumor cell, or to a component associated with such a 
cell; to some component associated with disease-related 
15 vasculature, e.g., tumor vasculature; or to a component 
of, or associated with, disease-associated stroma. The 
first binding region is operatively associated with or 
linked to a "coagulating agent", which may be either a 
coagulation factor itself or may be a second binding 
20 region that is capable of binding to a coagulation 
factor. 

The binding ligands of the invention are described 
as "bispecific" as they are "at least" bispecific, i.e., 

25 they comprise, at a minimum, two functionally distinct 
regions. Compositions and methods using other 
constructs, such as trispecific and mutlispecif ic binding 
ligands, are also included within the scope of the 
invention. Combined compositions, kits and methods of 

30 using the bispecific coagulating ligands described herein 
in conjunction with other effectors, such as other 
immunological- and growth- factor-based compositions, 
antigen- inducing agents, immunostimulants , 
immunosuppressants, chemotherapeutic drugs, and the like, 

35 are also contemplated. 
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The first binding regions, and any second binding 
regions, may be antibodies or fragments thereof. As used 
herein, the term "antibody" is intended to refer broadly 
to any immunologic binding agent such as IgG, IgM, IgA, 
5 IgD and IgE. Generally, IgG or IgM are preferred because 
they are the most common antibodies in the physiological 
situation and because they are most easily made in a 
laboratory setting. Monoclonal antibodies (MAbs) are 
recognized to have certain advantages, e.g., 
10 reproducibility and large-scale production, and their use 
is generally preferred. Engineered antibodies, such as 
recombinant antibodies and humanized antibodies, also 
fall within the scope of the invention. 

15 Where antigen binding regions of antibodies are 

employed as the binding and targeting agent, a complete 
antibody molecule may be employed. Alternatively, a 
functional antigen binding region may be used, as 
exemplified by Fv, scFv (single chain Fv) , Fab', Fab, Dab 

20 ov F(ab') 2 fragment of an antibody. The techniques for 

preparing and using various antibody-based constructs are 
well known in the art and are further described herein. 

The coagulation factor portion of the binding 
25 ligands is formed so that it maintains significant 

functional capacity, i.e., it is in a form so that, when 
delivered to the target region, it still retains its 
ability to promote blood coagulation or clotting. 
However, in certain embodiments, the coagulation factor 
3 0 portion of the binding ligands will be less active than, 
for example, the natural counterpart of the coagulant, 
and the factor will achieve the desired level of activity 
only upon delivery to the target area. One such example 
is a vitamin K-dependent coagulation factor that lacks 
3 5 the Gla modification, which will nonetheless achieve 

significant functional activity upon binding of the first 
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binding region of the bispecific ligand to a membrane 
environment . 

Where a second binding region is used to bind a 
coagulation factor, it is generally chosen so that it 
recognizes a site on the coagulation factor that does not 
significantly impair its ability to induce coagulation. 
Likewise, where a coagulation factor is covalently linked 
to a first binding agent, a site distinct from its 
functional coagulating site is generally used to join the 
molecules . 

The "first binding region" of the bispecific ligands 
of the invention may be any component that binds to a 
designated target site, i.e., a site associated with a 
tumor region or other disease site in which coagulation 
is desired. The target molecule, in the case of tumor 
targeting, will generally be present at a higher 
concentration in the tumor site than in non-tumor sites. 
In certain preferred embodiments, the targeted molecules, 
whether associated with tumor cells, tumor vascular 
cells, tumor-associated stroma, or other components, will 
be restricted to such cells or other tumor-associated 
entities, however, this is not a requirement of the 
invention. 

In this regard, it should be noted that tumor 
vasculature is *prothrombotic' and is predisposed towards 
coagulation. It is thus contemplated that a targeted 
30 coagulant is likely to preferentially coagulate tumor 
vasculature while not coagulating normal tissue 
vasculature, even if other normal cells or body 
components, particularly, the normal endothelial cells or 
even stroma, express significant levels of the target 
35 molecule. This approach is therefore envisioned to be 
safer for use in humans, e.g., as a means of treating 
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cancer, than that of targeting a toxin to tumor 
vasculature . 

In certain embodiments, the first binding regions 
5 contemplated for use in this invention may be directed to 
a tumor cell component or to a component associated with 
a tumor cell. In targeting generally to a tumor cell, it 
is believed that the first binding ligand will cause the 
coagulation factor component of the bispecific binding 
10 ligand to concentrate on those perivascular tumor cells 
nearest to the blood vessel and thus trigger coagulation 
of tumor blood vessels, giving the bispecific binding 
ligand significant utility. 

15 A first binding region may therefore be a component, 

such as an antibody or other agent, that binds to a tumor 
cell. Agents that "bind to a tumor cell" are defined 
herein as ligands that bind to any accessible component 
or components of a tumor cell, or that bind to a 

20 component that is itself bound to, or otherwise 

associated with, a tumor cell, as further described 
herein. 



The majority of such tumor-binding ligands are 
contemplated to be agents, particularly antibodies, that 
bind to a cell surface tumor antigen or marker. Many 
such antigens are known, as are a variety of antibodies 
for use in antigen binding and tumor targeting. The 
invention thus includes first binding regions, such as 
antigen binding regions of antibodies, that bind to an 
identified tumor cell surface antigen, such as those 
listed in Table I, and first binding regions that 
preferentially or specifically bind to an intact tumor 
cell, such as binding to a tumor cell listed in Table II. 

Currently preferred examples of tumor cell binding 
regions are those that comprise an antigen binding region 
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of an antibody that binds to the cell surface tumor 
antigen pl85 HER2 , milk mucin core protein, TAG-72, Lewis a 
or carcinoembryonic antigen (CEA) . Another group of 
currently preferred tumor cell binding regions are those 
5 that comprise an antigen binding region of an antibody 
that binds to a tumor- associated antigen that binds to 
the antibody 9.2.27, OV-TL3, MOvl8, B3 , KS1/4, 260F9 or 
D612. 



10 The antibody 9.2.27 binds to high M r melanoma 

antigens, OV-TL3 and MOvl8 both bind to ovarian- 
associated antigens, B3 and KS1/4 bind to carcinoma 
antigens, 260F9 binds to breast carcinoma and D612 binds 
to colorectal carcinoma. Antigen binding moieties that 

15 bind to the same antigen as D612, B3 or KS1/4 are 

particularly preferred. D612 is described in U.S. Patent 
5,183,756, and has ATCC Accession No. HB 9796; B3 is 
described in U.S. Patent 5,242,813, and has ATCC 
Accession No. HB 10573; and recombinant and chimeric 

20 KS1/4 antibodies are described in U.S. Patent 4,975,369; 
each incorporated herein by reference. 



In tumor cell targeting, where the tumor marker is a 
component, such as a receptor, for which a biological 
25 ligand has been identified, the ligand itself may also be 
employed as the targeting agent, rather than an antibody. 
Active fragments or binding regions of such ligands may 
also be employed. 

30 First binding regions for use in the invention may 

also be components that bind to a ligand that is 
associated with a tumor cell marker. For example, where 
the tumor antigen in question is a cell-surface receptor, 
tumor cells in vivo will have the corresponding 

35 biological ligand, e.g., hormone, cytokine or growth 

factor, bound to their surface and available as a target. 
This includes both circulating ligands and " paracrine - 
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type" ligands that may be generated by the tumor cell and 
then bound to the cell surface. 

The present invention thus further includes first 
5 binding regions, such as antibodies and fragments 
thereof, that bind to a ligand that binds to an 
identified tumor cell surface antigen, such as those 
listed in Table I, or that preferentially or specifically 
binds to one or more intact tumor cells. Additionally, 
10 the receptor itself, or preferably an engineered or 
otherwise soluble form of the receptor or receptor 
binding domain, could also be employed as the binding 
region of a bispecific coagulating ligand. 

15 In further embodiments, the first binding region may 

be a component that binds to a target molecule that is 
specifically or preferentially expressed in a disease 
site other than a tumor site. Exemplary target molecules 
associated with other diseased cells include, for 

20 example, PSA associated with Benign Prostatic Hyperplasia 
(BPH) and FGF associated with proliferative diabetic 
retinopathy. It is believed that an animal or patient 
having one of the above diseases would benefit from the 
specific induction of coagulation in the disease site. 



25 



30 



35 



This is the meaning of "diseased cell" in the 
present context, i.e., it is a cell that is connected 
with a disease or disorder, which cell expresses, or is 
otherwise associated with, a targetable component that is 
present at a higher concentration in the disease sites 
and cells in comparison to its levels in non-diseased 
sites and cells. This includes targetable components 
that are associated with the vasculature in the disease 
sites . 

Exemplary first binding regions for use in targeting 
and delivering a coagulant to other disease sites include 
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antibodies, such as anti-PSA (BPH) , and GF82, GF67 3H3, 
that bind to FGF. Biological binding ligands, such as 
FGF, that bind to the relevant receptor, in this case the 
FGF receptor, may also be used. Antibodies against 
5 vascular targets may also be employed, as described 

below. The targeting of the stroma or endothelial cells 
provides a powerful means of treating other diseases 
where the "diseased cell" itself may not be associated 
with a strong or unique marker antigen. 

10 

In further embodiments, the first binding regions of 
the invention will be components that are capable of 
binding to a component of disease-associated vasculature, 
i.e., a region of vasculature in which specific 

15 coagulation would be advantageous to the animal or 

patient. First binding regions capable of binding to a 
component specifically or preferentially associated with 
tumor vasculature are currently preferred. "Components 
of tumor vasculature" include both tumor vasculature 

20 endothelial cell surface molecules and any components, 
such as growth factors, that may be bound to these cell 
surface receptors or molecules. 

Certain preferred binding ligands are antibodies, 
25 and fragments thereof, that bind to cell surface 

receptors and antibodies that bind to the corresponding 
biological ligands of these receptors. Exemplary 
antibodies are those that bind to MHC Class II proteins, 
VEGF/VPF receptors, FGF receptors, TGF/3 receptors, a TIE 
30 (tyrosine kinase-immunoglobulin-epidermal growth factor- 
like receptor, including TIE-1 and TIE-2) , VCAM-1, 
P-selectin, E-selectin, a v 0 3 integrin, pleiotropin, 
endosialin and endoglin. 

35 First binding regions that comprise an antigen 

binding region of an antibody that binds to endoglin are 
one group of preferred agents. These are exemplified by 
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antibodies and fragments that bind to the same epitope as 
the monoclonal antibody TEC-4 or the monoclonal antibody 
TEC- 11, 

5 Antigen binding region of antibodies that bind to 

the VEGF receptor are another group of preferred agents. 
These are particularly exemplified by antibodies and 
fragments that bind to the same epitope as the monoclonal 
antibody 3E11, 3E7, 5G6 , 4D8, 10B10 or TEC-110. Anti- 

10 VEGF antibodies with binding specificities substantially 
the same as any one of the antibodies termed 1B4, 4B7, 
1B8, 2C9, 7D9, 12D2 , 12D7, 12E10, 5E5, 8E5, 5E11, 7E11, 
3F5, 10F3, 1F4, 2F8, 2F9, 2F10, 1G6, 1G11, 3G9, 9G11, 
10G9 f GV97, GV39, GV97y , GV39y, GV59 or GV14 may also be 

15 used. Further suitable anti-VEGF antibodies include 

4.6.1., A3. 13.1, A4.3.1 and B2.6.2 (Kim et. a!., 1992); 
SBS94.1 (Oncogene Science); G143-264 and G143-856 
(Pharmingen) . 

20 Further useful antibodies are those that bind to a 

ligand that binds to a tumor vasculature cell surface 
receptor. Antibodies that bind to VEGF/VPF, FGF, TGF0, a 
ligand that binds to a TIE, a tumor-associated 
fibronectin isoform, scatter factor, hepatocyte growth 

25 factor (HGF) , platelet factor 4 (PF4) , PDGF (including 
PDGFa and PDGFb) and TIMP (a tissue inhibitor of 
metalloproteinases, including TIMP-1, TIMP-2 and TIMP-3) 
are therefore useful in these embodiments, with 
antibodies that bind to VEGF/VPF, FGF, TGF0, a ligand 

3 0 that binds to a TIE or a tumor-associated fibronectin 
isoform often being preferred. 

In still further embodiments, it is contemplated 
that markers specific for tumor vasculature may be those 
35 that have been first induced, i.e., their expression 
specifically manipulated by the hand of man, allowing 
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subsequent targeting using a binding ligand, such as an 
antibody. 

Exemplary inducible antigens include those inducible 
5 by a cytokine, e.g., IL-1, IL-4, *TNF-a, TNF-/J or IFN-y, 
as may be released by monocytes, macrophages, mast cells, 
helper T cells, CD8 -positive T-cells, NK cells or even 
tumor cells. Examples of the induced targets are 
E-selectin, VCAM-1, ICAM-1, endoglin and MHC Class II 
10 antigens. When using MHC Class II induction, the 
suppression of MHC Class II in normal tissues is 
generally required, as may be achieved using a 
cyclosporin, such as Cyclosporin A (CsA) , or a 
functionally equivalent agent . 

15 

Further inducible antigens include those inducible 
by a coagulant, such as by thrombin, Factor IX/IXa, 
Factor X/Xa, plasmin or a metalloproteinase (matrix 
metalloproteinase, MMP) . Generally, antigens inducible 
20 by thrombin will be used. This group of antigens 

includes P-selectin, E-selectin, PDGF and ICAM-1, with 
the induction and targeting of P-selectin and/or 
E-selectin being generally preferred. 

25 Antibodies that bind to epitopes that are present on 

ligand-receptor complexes, but absent from both the 
individual ligand and receptor may also be used. Such 
antibodies will recognize and bind to a ligand-receptor 
complex, as presented at the cell surface, but will not 

3 0 bind to the free ligand or uncomplexed receptor. A 
"ligand-receptor complex", as used herein, therefore 
refers to the resultant complex produced when a ligand, 
such as a growth factor, specifically binds to its 
receptor, such as a growth factor receptor. This is 

35 exemplified by the VEGF/VEGF receptor complex. 
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It is envisioned that such ligand-receptor complexes 
will likely be present in a significantly higher number 
on tumor- associated endothelial cells than on non-tumor 
associated endothelial cells, and may thus be targeted by 
5 anti-complex antibodies. Anti-complex antibodies include 
those antibodies and fragments thereof that bind to the 
same epitope as the monoclonal antibody 2E5, 3E5 or 4E5 . 

In further embodiments, the first binding regions 
10 contemplated for use in this invention will bind to 
a component of disease-associated stroma, such as 
a component of tumor- associated stroma. This includes 
antigen binding regions of antibodies that bind to 
basement membrane components, activated platelets and 
15 inducible tumor stroma components, especially those 

inducible by a coagulant, such as thrombin. "Activated 
platelets" are herein defined as a component of tumor 
stroma, one reason for which being that they bind to the 
stroma when activated. 

20 

Preferred targetable elements of tumor-associated 
stroma are currently the tumor -associated fibronectin 
isoforms. Fibronectin isoforms are ligands that bind to 
the integrin family of receptors. Tumor-associated 

25 fibronectin isoforms are available, e.g., as recognized 
by the MAb BC-1. This Mab, and others of similar 
specificity, are therefore preferred agents for use in 
the present invention. Fibronectin isoforms, although 
stromal components, bind to endothelial cells and may 

3 0 thus be considered as a targetable vascular endothelial 
cell -bound ligand in the context of the invention. 

Another group of preferred ant i- stromal antibodies 
are those that bind to RIBS, the receptor- induced binding 
35 site, on fibrinogen. RIBS is a targetable antigen, the 
expression of which in stroma is dictated by activated 
platelets. Antibodies that bind to LIBS, the ligand- 
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induced binding site, on activated platelets are also 
useful . 

One further group of useful antibodies are those 
5 that bind to tenascin, a large molecular weight 

extracellular glycoprotein expressed in the stroma of 
various benign and malignant tumors. Antibodies such as 
those described by Shrestha et. al . (1994) and 143DB7C8, 
described by Tuominen & Kallioinen (1994), may thus be 
10 used as the binding portions of the coaguligands . 

"Components of disease- and tumor-associated stroma" 
include various cell types, matrix components, effectors 
and other molecules components that may be considered, by 
15 some, to be outside the narrowest definition of "stroma", 
but are nevertheless targetable entities that are 
preferentially associated with a disease region, such as 
a tumor. 



20 Accordingly, the first binding region may be an 

antibody or ligand that binds to a smooth muscle cell, a 
pericyte, a fibroblast, a macrophage, an infiltrating 
lymphocyte or leucocyte. First binding regions may also 
bind to components of the connective tissue, and include 

25 antibodies and ligands that bind to, e.g., fibrin, 

proteoglycans, glycoproteins, collagens, and anionic 
polysaccharides such as heparin and heparin -like 
compounds . 

30 In other preferred embodiments, the vasculature and 

stroma binding ligands of the invention will be binding 
regions that are themselves biological ligands, or 
portions thereof, rather than an antibodies. "Biological 
ligands" in this sense will be those molecules that bind 

35 to or associate with cell surface molecules, such as 
receptors, that are accessible in the stroma or on 
vascular cells; as exemplified by cytokines, hormones, 
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growth factors, and the like. Any such growth factor or 
ligand may be used so long as it binds to the disease - 
associated stroma or vasculature, e.g., to a specific 
biological receptor present on the surface of a tumor 
5 vasculature endothelial cell. 

Suitable growth factors for use in these aspects of 
the invention include, for example, VEGF/VPF (vascular 
endothelial growth factor/vascular permeability factor) , 

10 FGF (the fibroblast growth factor family of proteins) , 

TGF/3 (transforming growth factor B) , a ligand that binds 
to a TIE, a tumor-associated fibronectin isoform, scatter 
factor, hepatocyte growth factor (HGF) , platelet factor 4 
(PF4) , PDGF (platelet derived growth factor) , TIMP or 

15 even IL-8, IL-6 or Factor XI I la. VEGF/VPF and FGF will 
often be preferred. 

Targeting an endothelial cell-bound component, e.g., 
a cytokine or growth factor, with a binding ligand 

20 construct based on a known receptor is also contemplated. 
Generally, where a receptor is used as a targeting 
component, a truncated or soluble form of the receptor 
will be employed. In such embodiments, it is 
particularly preferred that the targeted endothelial 

25 cell-bound component be a dimeric ligand, such as VEGF. 
This is preferred as one component of the dimer will 
already be bound to the cell surface receptor in situ, 
leaving the other component of the dimer available for 
binding the soluble receptor portion of the bispecific 

3 0 coagulating ligand. 

The use of bispecific, or tri- or multi-specific, 
ligands that include at least one targeting region 
capable of binding to a component of disease-associated 
35 vasculature has the advantage that vascular endothelial 
cells, and disease-associated agents such as activated 
platelets, are similar in different diseases, and 
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particularly in different tumors. This phenomenon makes 
it feasible to treat numerous diseases and types of 
cancer with one pharmaceutical, rather than having to 
tailor, the agent to each individual disease or specific 
5 tumor type. 

The compositions and methods of the present 
invention are thus suitable for use in treating both 
benign and malignant diseases that have a vascular 
component. Such vasculature-associated diseases include 
benign growths, such as BPH, diabetic retinopathy, 
vascular restenosis, arteriovenous malformations (AVM) , 
meningioma, hemangioma, neovascular glaucoma and 
psoriasis. Also included within this group are 
synovitis, dermatitis, endometriosis, angiofibroma, 
rheumatoid arthritis, atherosclerotic plaques, corneal 
graft neovascularization, hemophilic joints, hypertrophic 
scars, osler-weber syndrome, pyogenic granuloma 
retrolental fibroplasia, scleroderma, trachoma, and 
vascular adhesions. Each of the above diseases are known 
to have a common angio- dependent pathology, it is thus 
contemplated that achieving coagulation in the disease 
site would prove beneficial. 

The bispecific binding ligand- coagulation factor 
conjugates of the present invention may be conjugates in 
which the two or more components are covalently linked. 
For example, by using a biochemical crosslinker and, 
preferably, one that has reasonable stability in blood, 
as exemplified by SMPT. The components may also be 
linked using the well-known avidin (or streptavidin) and 
biotin combination. Various cross -linkers, avidin:biotin 
compositions and combinations, and techniques for 
preparing conjugates, are well known in the art and are 
35 further described herein. 
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Alternatively, such bispecific coagulating agents 
may be fusion proteins prepared by molecular biological 
' techniques, i.e., by joining a gene (or cDNA) encoding a 
binding ligand or region to a gene (or cDNA) encoding a 
coagulation factor. This is well known in the art and is 
further described herein. Typically, an expression 
vector is prepared that comprises, in the same reading 
frame, a DNA segment encoding the first binding region 
operatively linked to a DNA segment encoding the 
coagulation factor and expressing the vector in a 
recombinant host cell so that it produces the encoded 
fusion protein. 



Coagulation factors for use in the invention may 
15 comprise one of the vitamin K-dependent coagulant 
factors, such as Factor Il/IIa, Factor VH/VIIa, 
Factor IX/IXa or Factor X/Xa. Factor V/Va, VHI/VIIIa, 
Factor Xl/XIa, Factor XH/XIIa and Factor XHI/XIIIa may 
also be used. 

20 

Particular aspects concern the vitamin K-dependent 
coagulation factors that lack the Gla modification. Such 
factors may be prepared by expressing a vitamin K- 
dependent coagulation factor-encoding gene in a 
25 procaryotic host cell (which cells are unable to effect 
the Glu to Gla modification) . The factors may also be 
prepared by making an engineered coagulation factor gene 
that encodes a vitamin K-dependent coagulation factor 
lacking the necessary or "corresponding" Glutamic acid 
residues, and then expressing the engineered gene in 
virtually any recombinant host cell. Equally, such a 
coagulation factor may be prepared by treating the 
vitamin K-dependent coagulation factor protein to remove 
or alter the corresponding Glutamic acid residues. 



30 



35 



Preferred coagulation factors for use in the binding 
ligands of the invention are Tissue Factor and Tissue 
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Factor derivatives. One group of useful Tissue Factors 
are those mutants deficient in the ability to activate 
Factor VII. A Tissue Factor may be rendered deficient in 
the ability to activate Factor VII by altering one or 
5 more amino acids from the region generally between about 
position 157 and about position 167 in the amino acid 
sequence. Exemplary mutants are those wherein Trp at 
position 158 is changed to Arg; wherein Ser at position 
162 is changed to Ala; wherein Gly at position 164 is 
10 changed to Ala; and the double mutant wherein Trp at 

position 158 is changed to Arg and Ser at position 162 is 
changed to Ala. 

Further preferred Tissue Factor derivatives are 
15 truncated Tissue Factors, dimeric or even polymeric 

Tissue Factors and dimeric, or even polymeric, truncated 
Tissue Factors. 



The present invention further provides novel Tissue 
20 Factor constructs that comprise a Tissue Factor or 
derivative operatively linked to at least one other 
Tissue Factor or derivative. Truncated Tissue Factors 
are preferred, with truncated Tissue Factors that have 
been modified to comprise a hydrophobic membrane 
25 insertion moiety being particularly preferred. 

"A hydrophobic membrane insertion moiety", as 
defined herein, is one or more units that direct the 
insertion or functional contact of the Tissue Factor with 
3 0 a membrane. The hydrophobic membrane insertion moieties 
of the invention are exemplified by stretches of 
substantially hydrophobic amino acids, such as between 
about 3 and about 20 hydrophobic amino acids; and also by 
fatty acids. 

35 

The hydrophobic amino acids may be located either at 
the N- or C- terminus of the truncated Tissue Factor, or 
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appended at another point of the molecule. Where 
hydrophobic amino acids are used, they may be 
advantageously incorporated into the molecule by 
molecular biological techniques. Equally, hydrophobic 
5 amino acids or fatty acids may be added to the Tissue 
Factor using synthetic chemistry techniques. 

In the Tissue Factor dimers, trimers and polymers of 
the present invention, each of the Tissue Factors or 
derivatives may be operatively linked via, e.g., a 
disulfide, thioether or peptide bond. In certain 
embodiments, the Tissue Factor units will be linked via a 
bond that is substantially stable in plasma, or in the 
physiological environment in which it is intended for 
use. This is based upon the inventors' concept that the 
dimeric form of Tissue Factor may prove to be the most 
biologically active. However, there is no requirement 
for a stable linkage as Tissue Factor monomers are known 
to be active in the methods of the invention. 

One or more of the Tissue Factors or truncated 
Tissue Factors in the dimers and multimers may also be 
modified to contain a terminal cysteine residue or 
another moiety that is suitable for linking the Tissue 
Factor construct to a second agent, such as a binding 
region. 

Tissue Factor monomers, truncated Tissue Factors, 
and Tissue Factor dimers and multimers that contain a 
peptide that includes a selectively- cleavable amino acid 
sequence therefore form another aspect of the invention. 
Peptide linkers that include a cleavage site for 
urokinase, plasmin, Thrombin, Factor IXa, Factor Xa or a 
metalloproteinase, such as an interstitial collagenase, a 
gelatinase or a stromelysin, are particularly preferred. 



10 



15 



20 



25 
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The Tissue Factor monomers, truncated Tissue 
Factors, Tissue Factor dimers and multimers, and indeed 
any coagulant, may therefore be linked to a second agent, 
such as an antibody, an antigen binding region of an 
5 antibody, a ligand or a receptor, via a biologically- 

releasable bond. The preference for peptide linkers that 
include a cleavage site for the above listed proteinases 
is based on the presence of such proteinases within, 
e.g., a tumor environment. The delivery of a bispecific 
10 agent or ligand to the tumor site is expected to result 

in cleavage, resulting in the relatively specific release 
of the coagulation factor. 

Particular constructs of the invention are those 
15 comprising an operatively linked series of units in the 
sequence: a cysteine residue, a selectively cleavable 
peptide linker, a stretch of hydrophobic amino acids, a 
first truncated Tissue Factor and a second truncated 
Tissue Factor; or in the sequence: a first cysteine 
20 residue, a selectively cleavable peptide linker, a first 
stretch of hydrophobic amino acids, a first truncated 
Tissue Factor, a second truncated Tissue Factor and a 
second stretch of hydrophobic amino acids; wherein each 
construct may or not be linked to a second agent such as 
25 an antibody, ligand or receptor. 

Other suitable coagulation factors are Russell's 
viper venom Factor X activator; platelet-activating 
compounds, such as thromboxane A 2 and thromboxane A 2 
3 0 synthase; and inhibitors of fibrinolysis, such as a2- 
antiplasmin. 

Also encompassed by the invention are binding 
ligands in which the coagulation factor is not covalently 
35 linked to the conjugate, but is non- covalently bound 

thereto by means of binding to a second binding region 
that is operatively linked to the targeting agent of the 
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construct. Suitable "second binding regions" include 
antigen combining sites of antibodies that have binding 
specificity for the coagulation factor, including 
functional portions of antibodies, such as scFv, Fv, 
5 Fab', Fab and F(ab') 2 fragments. 

Binding ligands that contain antibodies, or 
fragments thereof, directed against the vitamin K- 
dependent coagulant Factor II/Ila, Factor Vll/VIIa, 

10 Factor IX/IXa or Factor X/Xa; a vitamin K-dependent 
coagulation factor that lacks the Gla modification; 
Tissue Factor, a mutant Tissue Factor, a truncated Tissue 
Factor, a dimeric Tissue Factor, a polymeric Tissue 
Factor, a dimeric truncated Tissue Factor; Prekallikein; 

15 Factor V/Va, VHI/VIIIa, Factor Xl/XIa, Factor XH/XIIa, 
Factor XI I I /XI I la; Russell's viper venom Factor X 
activator, thromboxane A 2 or a2-antiplasmin are therefore 
contemplated . 



The non-covalently bound coagulating agents may be 
bound to, or "precomplexed" , with a coagulation factor, 
e.g., so that they may be used to deliver an exogenous 
coagulation factor to a disease site, e.g., the tumor 
vasculature, of an animal upon administration. Equally, 
binding ligands that comprise a second binding region 
that is specific for a coagulation factor may also be 
administered to an animal in an "uncomplexed" form and 
still function to achieve specific coagulation; in which 
instance, the agent would garner circulating (endogenous) 
coagulation factor and concentrate it within the disease 
or tumor site. 

In terms of the "coagulation factors" or coagulating 
agents, these may be endogenous coagulation factors and 
derivatives thereof, or exogenously added version of such 
factors, including recombinant versions. Coagulants (in 
the present "coaguligands" ) have the distinct advantage 
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over toxins (in immunotoxins) as they will not produce 
significant adverse side effects upon targeting to a 
marker that proves to be less than 100% disease- 
restricted. Furthermore, the coagulants used will most 
5 often be of human origin, and will therefore pose less 
immunogenicity problems than foreign toxins, such as 
ricin A chain. 



Although not limited to such compositions, important 
10 examples of compositions in accordance with this 

invention are bispecific antibodies, which antibodies 
comprise a first antigen binding region that binds to a 
disease cell or component of disease-associated 
vasculature marker and a second antigen binding region 
15 that binds to a coagulation factor. The invention also 

i 

provides scFv, Fv, Fab', Fab and F(ab') 2 fragments of 
such bispecific antibodies. One currently preferred 
example of such a bispecific antibody is an antibody 
comprising one binding site directed against an MHC 
20 Class II antigen and another binding site directed 
against Tissue Factor. 



In further embodiments, the present invention 
provides pharmaceutical compositions of, and therapeutic 
kits comprising, any or a combination of the above 
binding ligands and bispecific antibodies in 
pharmacologically acceptable forms. This includes 
pharmaceutical compositions and kits where the binding 
ligand has a first binding region that is covalently 
linked to a coagulation factor, and also binding ligands 
in which the first binding region is covalently linked to 
a second binding region that, in turn, binds to the 
coagulation factor - whether binding occurs prior to, or 
subsequent to, administration to an animal. 

Pharmaceutical compositions and therapeutic kits 
that include a combination of bispecific, trispecific or 
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multispecif ic binding ligands in accordance with the 
invention are also contemplated. This includes 
combinations where one binding ligand is directed against 
a diseased cell or a tumor cell and where another is 
directed against a vasculature endothelial cell marker or 
component of disease-associated stroma. Other distinct 
components may also be included in the compositions and 
kits of the invention, such as antibodies, immunotoxins , 
immunoef f ectors , chemotherapeutic agents, and the like. 



The kits may also include an antigen suppressor, 
such as a cyclosporin, for use in suppressing antigen 
expression in endothelial cells of normal tissues.; and/or 
an "inducing agent" for use in inducing disease- 
15 associated vascular endothelial cells or stroma to 
express a targetable antigen, such as E-selectin, 
P-selectin or an MHC Class II antigen. Exemplary 
inducing agents include T cell clones that bind disease 
or tumor antigens and that produce IFN-7, although it is 
currently preferred that such clones be isolated from the 
animal to be treated using the kit. 



Preferred inducing agents are bispecific antibodies 
that bind to disease or tumor cell antigens, or even 

25 stromal components, and to effector cells capable of 

producing cytokines, coagulants, or other factors, that 
induce expression of desired target antigens. Currently, 
one preferred group of bispecific antibodies are those 
that bind to a tumor antigen and to the activation 

30 antigens CD14 or CD16, to stimulate IL-1 production by 

monocytes, macrophages or mast cells; and those that bind 
to a tumor antigen and to the activation antigens CD2, 
CD3 or CD28, and preferably CD28, to stimulate IFN-7 
production by NK cells or preferably by T cells. 



A second preferred group of bispecific antibodies 
are those that bind to a tumor antigen or to a component 
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of tumor stroma, and to Tissue Factor, a Tissue Factor 
derivative, prothrombin, Factor Vll/VIIa, Factor IX/lXa, 
Factor X/Xa, Factor Xl/XIa or Russell's viper venom 
Factor X activator, to stimulate thrombin production. 
5 Kits comprising such bispecific antibodies as a first 
"inducing" composition will generally include a second 
pharmaceutical composition that comprises a binding 
ligand that comprises a first binding region that binds 
to P-selectin or E-selectin. 

10 

The bispecific ligands of the invention, and other 
components as desired, may be conveniently aliquot ed and 
packaged, using one or more suitable container means, and 
the separate containers dispensed in a single package. 
15 Pharmaceutical compositions and kits are further 
described herein. 



Although the present invention has significant 
clinical utility in the delivery of coagulants and in 

20 disease treatment, it also has many in vitro uses. These 
include, for example, various assays based upon the 
binding ability of the particular antibody, ligand or 
receptor, of the bispecific compounds. The bispecific 
coagulating ligands of invention may thus be employed in 

25 standard binding assays and protocols, such as in 

immunoblots, Western blots, dot blots, RIAs, ELISAs, 
immunohistochemistry, fluorescent activated cell sorting 
(FACS) , immunoprecipitation, affinity chromatography, and 
the like, as further described herein. 

30 

In still further embodiments, the invention concerns 
methods for delivering a coagulant to disease-associated 
vasculature, as may be used to treat diseases such as 
diabetic retinopathy, vascular restenosis, AVM, 
35 hemangioma, neovascular glaucoma, psoriasis and 

rheumatoid arthritis, and tumors that have a vascularized 
tumor component. Such methods generally comprise 
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administering to an animal, including a human subject, 
with a disease that has a vascular component, a 
pharmaceutical composition comprising at least one 
bispecific binding ligand in accordance with those 
5 described above . 

The compositions are administered in amounts and by 
routes effective to promote blood coagulation in the 
vasculature of the disease site, e.g., a solid tumor. 

10 Effective doses will be known to those of skill in the 
art in light of the present disclosure, such as the 
information in the Preferred Embodiments and Detailed 
Examples. Parenteral administration will often be 
suitable, as will other methods, such as, e.g., injection 

15 into a vascularized tumor site. 



The methods of the invention provide for the 
delivery of exogenous coagulation factors, by means of 
both administering a binding ligand that comprises a 
covalently-bound coagulation factor and by means of 
administering a binding ligand that comprises a 
non-covalently bound coagulation factor that is complexed 
to a second binding region of the bispecific ligand or 
antibody. 

Further methods of the invention include those that 
result in the delivery of an endogenous coagulation 
factor to disease or tumor vasculature. This is achieved 
by administering to the animal or patient a binding 
ligand that comprises a second binding region that binds 
to endogenous coagulation factor and concentrates the 
factor at the disease-associated or tumor vasculature. 



In yet still further methodological embodiments, it 
is contemplated that markers of tumor vasculature or 
stroma may be specifically induced and then targeted 
using a binding ligand, such as an antibody. Exemplary 
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inducible antigens include E-selectin, P-selectin, MHC 
Class II antigens, VCAM-1, ICAM-1, endoglin, ligands 
reactive with LAM-1, vascular addressins and other 
adhesion molecules, with E-selectin and MHC Class II 
5 antigens being currently preferred. 

When inducing and subsequently targeting MHC 
Class II proteins, the suppression of MHC Class II in 
normal tissues is generally required. MHC Class II 

10 suppression may be achieved using a cyclosporin, or a 
functionally equivalent agent. MHC Class II molecules 
may then be induced in disease-associated vascular 
endothelial cells using cyclosporin -independent means, 
such as by exposing the disease -associated vasculature to 

15 an effector cell, generally a Helper T cell or NK cell, 
of the animal that releases the inducing cytokine IFN--y. 

Activated monocytes, macrophages and even mast cells 
are effector cells capable of producing cytokines (IL-1; 

20 TNF-Of; TNF-/3) that induce E-selectin; whereas Helper 

T cells, CD8 -positive T cells and NK cells are capable of 
producing IFN-7 that induces MHC Class II. Activating 
monocyte/macrophages in the disease site to produce IL-1, 
or activating disease-associated Helper T cells or 

25 NK cells to produce IFN-7, may be achieved by 

administering to the animal an activating antibody that 
binds to an effector cell surface activating antigen. 
Exemplary activating antigens include CD14 and CD16 (FcR 
for IgE) for monocytes/macrophages; and CD2, CD3 and CD28 

30 for T cells; with CD14 and CD28, respectively, being 
preferred for use in certain embodiments. 

To achieve specific activation and induction, one 
currently preferred method is to use a bispecific 
35 antibody that binds to both an effector cell activating 
antigen, such as CD14 or CD28, and to a disease or tumor 
cell antigen. These bispecific antibodies will localize 
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to the disease or tumor site and activate 
monocyte/macrophages and T cells, respectively. The 
activated effector cells in the vicinity of the targeted 
disease or tumor component will produce inducing 
5 cytokines, in this case, IL-1 and IFN-y, respectively. 

MHC Class II suppression in normal tissues may also 
be achieved by administering to an animal an anti-CD4 
antibody; this functions to suppress IFN-y production by 
T cells of the animal resulting in inhibition of MHC 
Class II expression. MHC Class II molecules may again be 
specifically induced in disease-associated vascular 
endothelial cells by exposing only the disease site to 
IFN-y. One means by which to achieve this is by 
administering to the animal an IFN-y-producing T cell 
clone that binds to an antigen in the disease site. The 
IFN-y-producing T cells will preferably be infiltrating 
leukocytes obtained from the disease site of the animal, 
such as tumor infiltrating leukocytes (TILs) expanded in 
vi tro . 

Methods using bispecific antibodies to induce 
coagulant, such as thrombin, production, only in a local 
environment, such as in a tumor site, are also provided. 
25 Again, this will generally be achieved by administering 
to an animal a pharmaceutical composition comprising a 
bispecific antibody that binds to a tumor cell or a 
component of tumor stroma and to Tissue Factor, a Tissue 
Factor derivative, prothrombin, Factor Vll/VIIa, 
30 Factor IX/IXa, Factor X/Xa, Factor Xl/XIa or Russell's 

viper venom Factor X activator. Antibodies that bind to 
E-selectin or P-selectin are then linked to a coagulation 
factor or a second binding region that binds to a 
coagulation factor and are introduced into the 
35 bloodstream of an animal. 



10 



15 



20 
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More conventional combination treatment regimens are 
also possible where, for example, a tumor coagulating 
element of this invention is combined with an existing 
antitumor therapy, such as with radiotherapy or 
5 chemotherapy, or through the use of a second 

immunological reagent, such as an antitumor immunotoxin. 
The novel treatment methods for benign diseases can also 
be combined with other presently used therapies. 

10 

BRIEF DESCRIPTION OF THE DRAWINGS 

The following drawings form part of the present 
specification and are included to further demonstrate 
certain aspects of the present invention. The invention 
may be better understood by reference to one or more of 
these drawings in combination with the detailed 
description of specific embodiments presented herein. 

FIG. 1. Tethering of tTF to A20 cells via B21-2/10H10 
bispecific antibody. A20 cells were incubated with 
varying concentrations of B21-2/10H10 (□) , SFR8/10H10 (•) 
or B21-2/OX7 (O) plus an excess of 125 I-tTF for 1 h at 

* 

4°C in the presence of sodium azide. The number of 125 i- 
tTF associated with the cells was determined as described 
in Example II. 

FIG. 2. Relationship between number of tethered tTF 
molecules per A20 cell and ability to induce coagulation 
30 of plasma. A20 cells were incubated with varying 

concentrations of B21-2/10H10 plus an excess of tTF for 1 
h at 4°C in the presence of sodium azide. The cells were 
washed, warmed to 37°C, calcium and mouse plasma were 
added and the time for the first fibrin strands to form 
35 was recorded (abscissa) . An identical study was 

performed in which the A20 cells were incubated for 1 h 
at 4°C with bispecific antibody plus 125 I-tTF and the 



20 



25 
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number of tTF specifically bound to the cells was 
determined as described in Example II (ordinate) . Plasma 
added to untreated A20 cells (i.e. zero tTF 
molecules/cell) coagulated in 190 seconds. 

5 

FIG. 3A, FIG. 3B, FIG. 3C and FIG. 3D. Time course of 
vascular thrombosis and tumor necrosis after 
administration of coaguligand. Groups of 3 mice bearing 
0.8 cm diameter C1300 (Mu?) tumors were given an 

10 intravenous injection of a coaguligand composed of 14 fig 
B21-2/10H10 and 11 fig tTF. FIG. 3A; Before injection: 
blood vessels are intact and tumor cells are healthy. 
FIG. 3B; 0.5 hours: blood vessels throughout the tumor 
are thrombosed; tumor cells are healthy. FIG. 3C; 4 

15 hours: dense thrombi are present in all tumor vessels 
and tumor cells are separating and developing pyknotic 
nuclei. Erythrocytes are visible in the tumor 
interstitium. FIG. 3D; 24 hours: advanced tumor 
necrosis throughout the tumor. Arrows indicate blood 

20 vessels. 



FIG. 4. Solid tumor regression induced by tumor- 
vasculature directed coaguligand therapy. Nu/nu mice 
bearing approximately 0.8 cm diameter C1300 (Mu-y) tumors 
were given two intravenous injections of B21-2/10H10 (14 
fig) mixed with tTF (11 fig) spaced 1 week apart (arrows) 
(□) . Mice in control groups received equivalent doses of 
tTF alone (•) , B21-2/10H10 alone (O) or diluent (■) . 
Other control groups which received equivalent doses of 
isotype-matched control bispecific antibodies 
(SFR8/10H10, OX7/10H10 or B21-2/OX7) and tTF had similar 
tumor responses to those in animals receiving tTF alone. 
The number of mice per group was 7 or 8. 

FIG. 5. Exemplary antibody-tTF constructs. This FIG. 
shows both the conjugates synthesized by the linkage of 
chemically derivatized antibody to chemically derivatized 
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tTF via a disulfide bond, and also the linkage of various 
TF or TF dimers to antibodies and fragments thereof. 

FIG. 6. Clotting activity of tTF conjugates when bound 
5 to A20 cells. A20 cells were incubated with varying 
concentrations of B21-2/10H10 bispecific + H 6 [tTF] in a 
1:1 molar ratio, premixed for one hour (□) , B21-2 
antibody-H 6 C [tTF] (•) , and B21-2 antibody-Hg [tTF] (a) 
for 1 hour at 4°C in the presence of sodium azide. The 
10 cells were washed, warmed to 37°C, calcium and mouse 
plasma were added and the time for the first fibrin 
strands to form was recorded. The results are expressed 
as clotting time as a % of the clotting time in the 
absence of tTF. 

15 

FIG. 7. Clotting activity of anti-tumor cell tTF 
conjugates. LS174T cells (■) , Widr cells (•) and H460 
cells (a) , preincubated with TF9-6B4 and TF8-5G9 
antibodies, were incubated with varying concentrations of 

20 D612 antibody-H 6 C[tTF] (■) , KS1/4 antibody-H 6 [tTF] (•) , 
and XMMC0791 antibody-Hg [tTF] (a) for 1 hour at 4°C in 
the presence of sodium azide. The cells were washed, 
warmed to 37°C, calcium and mouse plasma were added and 
the time for the first fibrin strands to form was 

25 recorded. The results are expressed as clotting time as 
a % of the clotting time in the absence of tTF. 

FIG. 8. Gla domains (-y-carboxyglutamic acid) of Factor 
II/IIa, Factor VH/IIa, Factor IX/IXa and Factor X/Xa. 
30 The arrows represent signal peptide and pro -peptide 

cleavage sites and activating cleavage sites (slanted 
arrows) . 
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DETAIL ED DESCRIPTION OF THE PREFERRED EMBODIMENTS 

Although they show great promise in the therapy of 
lymphomas and leukemias (Lowder et al . , 1987; Vitetta 
5 et al., 1991), monoclonal antibodies (MAbs) and 

immunotoxins (ITs) have thus far proved relatively 
ineffective in clinical trials against carcinomas and 
other solid tumors (Byers & Baldwin, 1988; Abrams & 
Oldham, 1985) , which account for more than 90% of all 

10 cancers in man (Shockley et al., 1991). A principal 
reason for this is that macromolecules do not readily 
extravasate into solid tumors (Sands, 1988; Epenetos 
et al., 1986) and, once within the tumor mass, fail to 
distribute evenly due to the presence of tight junctions 

15 between tumor cells (Dvorak et al., 1991), fibrous stroma 
(Baxter et al., 1991), interstitial pressure gradients 
(Jain, 1990) and binding site barriers (Juweid et al., 
1992) . 



In developing new strategies for treating solid 
tumors, the methods that involve targeting the 
vasculature of the tumor, rather than the tumor cells 
themselves, therefore seem to offer certain advantages. 
Inducing a blockade of the blood flow through the tumor, 
e.g., through tumor vasculature specific fibrin 
formation, would interfere with the influx and efflux 
processes in a tumor site, thus resulting in anti-tumor 
effect . Arresting the blood supply to a tumor may be 
accomplished through shifting the procoagulant- 
fibrinolytic balance in the tumor- associated vessels in 
favour of the coagulating processes by specific exposure 
to coagulating agents. 



The present invention provides various means for 
effecting specific blood coagulation, as exemplified by 
tumor- specific coagulation. This is achieved using 
bispecific or mutlispecif ic binding ligands in which at 
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least one component is an immunological- or growth 
factor-based targeting component, and at least one other 
component is provided that is capable of directly, or 
indirectly, stimulating coagulation. 

5 

A. Targetable Disease Sites 



The compositions and methods provided by this 
invention are broadly applicable to the treatment of any 

10 disease, such as a benign or malignant tumor, having a 

vascular component. Such vasculature-associated diseases 
include BPH, diabetic retinopathy, vascular restenosis, 
arteriovenous malformations (AVM) , meningioma, 
hemangioma, neovascular glaucoma and psoriasis; and also 

15 angiofibroma, arthritis, atherosclerotic plaques, corneal 
graft neovascularization, hemophilic joints, hypertrophic 
scars, osler-weber syndrome, pyogenic granuloma 
retrolental fibroplasia, scleroderma, trachoma, vascular 
adhesions, synovitis, dermatitis and even endometriosis. 

20 

Typical vascularized tumors are the solid tumors, 
particularly carcinomas, which require a vascular 
component for the provision of oxygen and nutrients. 
Exemplary solid tumors that may be treated using the 

25 invention include, but are not limited to, carcinomas of 
the lung, breast, ovary, stomach, pancreas, larynx, 
esophagus, testes, liver, parotid, biliary tract, colon, 
rectum, cervix, uterus, endometrium, kidney, bladder, 
prostate, thyroid, squamous cell carcinomas, 

3 0 adenocarcinomas, small cell carcinomas, melanomas, 
gliomas, neuroblastomas, and the like. 

One binding region of the bispecific agents of the 
invention will be a component that is capable of 
35 delivering the coagulating agent to the tumor region, 

i.e., capable of localizing within a tumor site, such as 
those described above. As somewhat wider distribution of 
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the coagulating agent will not be associated with severe 
side effects, such as is known to occur with a toxin 
moiety, there is a less stringent requirement imposed on 
the targeting element of the bispecific ligand. The 
5 targeting agent may thus be directed to components of 

tumor cells; components of tumor vasculature; components 
that bind to, or are generally associated with, tumor 
cells; components that bind to, or are generally 
associated with, tumor vasculature; components of the 
10 tumor extracellular matrix or stroma; and even cell types 
found within the tumor vasculature. 

The burden of very stringent targeting, e.g., as 
imposed when using immunotoxins , is also lessened due to 

15 the fact that tumor vasculature is *prothrombotic' and is 
predisposed towards coagulation. Therefore, to achieve 
specific targeting means that coagulation is promoted in 
the tumor vasculature relative to the vasculature in non- 
tumor sites. Thus, specific targeting is a functional 

20 term rather than a purely physical term relating to the 

biodistribution properties of the targeting agent, and it 
is not unlikely that useful targets may be not be 
entirely tumor-restricted, and that targeting ligands 
which are effective to promote tumor- specif ic coagulation 

25 may nevertheless be found at other sites of the body 
following administration. 

1. Tumor Cell Targets 

3 0 The malignant cells that make up the tumor may be 

targeted using a bispecific ligand that has a region 
capable of binding to a relatively specific marker of the 
tumor cell. In that binding to tumor cells will localize 
the associated coagulating agent to the tumor, specific 

35 coagulation will be achieved. Furthermore, it is 

expected that this would be a particularly effective 
means of promoting coagulation as, due to the physical 
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accessibility of perivascular tumor cells, the bispecific 
agents will likely be concentrated around the tumor cells 
that are nearest to a blood vessel, 

5 Many so-called "tumor antigens" have been described, 

any one which could be employed as a target in connection 
with the present invention. A large number of exemplary 
solid tumor-associated antigens are listed herein in 
Table I. The preparation and use of antibodies against 
10 such antigens is well within the skill of the art, and 
exemplary antibodies are also listed in Table I. 

Another means of defining a targetable tumor is in 
terms of the characteristics of a tumor cell itself, 
15 rather than describing the biochemical properties of an 
antigen expressed by the cell. Accordingly, Table II is 
provided for the purpose of exemplifying human tumor cell 
lines that are publically available (from ATCC 
Catalogue) . 

20 

The information presented in Table II is by means of 
an example, and not intended to be limiting either by 
year or by scope. One may consult the ATCC Catalogue of 
any subsequent year to identify other appropriate cell 

25 lines. Also, if a particular cell type is desired, the 
means for obtaining such cells, and/or their instantly 
available source, will be known to those of skill in the 
particular art. An analysis of the scientific literature 
will thus readily reveal an appropriate choice of cell 

3 0 for any tumor cell type desired to be targeted. 
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TABLE II 

HUMAN TUMOR CELL LINES AND SOURCES 





» iiiiiir** mill) 

ATTC HTB 
NUMBER 


CELL LINE 


TUMOR TYPE 


5 


1 


J82 


Transitional-cell carcinoma, 
] bladder 




2 


RT4 


Transitional -cell papilloma, 
bladder 




3 


ScaBER 


Souamous carni nnma hi aiiripr 




4 


T24 


Tt ?3 Ticil f "i nn "1 — npl 1 r* a vr« t n r\m a 
ixauoxLxUiiai Lai L.XliCJiria. , 

bladder 




5 


X v — O Xr 


iransiLionai-ceii carcinoma, 
bladder, primary grade IV 


10 


9 


5637 


Carcinoma, bladder, primary 




10 


SK-N-MC 


Neuroblastoma, metastasis to 
supra-orbital area 




11 


SK-N-SH 


Neuroblastoma, metastasis to bone 
marrow 




12 


SW 1088 


Astrocytoma 




13 


pit,? -n ( — » 

SW 1783 


Astrocytoma 


15 


14 j 


1 U-87 MG 


Glioblastoma, astrocytoma, grade 
III 




15 


U-118 MG 


Glioblastoma 




16 


U-13 8 MG 


Glioblastoma 




17 


U-373 MG 


vj j.±wij±aD Luuia , abui ULy UUIIla r yraQ.e 
III 




18 


Y79 


LXIlUUJ.clbL.unia 


20 


19 


BT-20 


Carcinoma, breast 




20 


BT-474 


Ductal carcinoma, breast 




22 


MCF7 


Breast adenocarcinoma, pleural 
effusion 




23 


MDA-MB- 
134 -VI 


Breast, ductal carcinoma, pleural 
effusion 




24 


MDA-MD- 
157 


Breast medulla, carcinoma, 
pleural effusion 


25 


25 


MDA-MB- 
175-VII 


Breast, ductal carcinoma, pleural 
effusion 




27 


MDA-MB- 
361 


Adenocarcinoma , breast , 
metastasis to brain 



SUBSTITUTE SHEET (RULE 26) 



96/01653 



PCT/US95/07439 



TABLE II continued - 50 - 



1 ATTC HTB 
NUMBER 




1 UMUK TYPE 1 


30 


I Ol\ 131%. J 


aaenocarcinoma, creast, malignant 
pleural effusion 


31 


C-33 A 


Carcinoma, cervix 


32 


HT-3 


Carcinoma, cervix, metastasis to 
lymph node 


33 


ME-180 


Epidermoid carcinoma, cervix, 
metastasis to omentum 


34 


MS751 


Epidermoid carcinoma, cervix, 
metastasis to IvnxDh nnHp 


35 


SiHa 


Squamous carcinoma, cervix 


36 


JEG-3 


Choriocarcinoma 


37 


Caco-2 


Adenocarcinoma, colon 


38 


HT-29 


Adenocarcinoma, colon, moderately 

well -dif r f r f= i "rf=>nt' *i al-p^ ara^o TT 


39 


SK-CO-1 


Adenocarcinoma, colon, ascites 


40 


HuTu 80 


Adenocarcinoma, duodenum 


41 


A-253 


Epidermoid carcinoma, 
submaxillary gland 


43 


FaDu 


Squamous cell carcinoma, pharynx 1 


44 


A-498 


Carcinoma, kidney 


45 


A-704 


Adenocarcinoma, kidney 


46 


Caki-1 


Clear cell carcinoma, consistent 
with renal primary, metastasis to 
skin 


47 


Caki-2 


Clear cell carcinoma, consistent 
with renal primary 


48 


SK-NEP-1 


Wilms' tumor, pleural effusion 


49 


SW 839 


Adenocarcinoma, kidney 


52 


SK-HEP-1 


Adenocarcinoma, liver, ascites 


53 


A-427 


Carcinoma, lung 


54 


Calu-1 


Epidermoid carcinoma grade III, 1 
lung, metastasis to pleura 


55 


Calu-3 


Adenocarcinoma, lung, pleural 
effusion 


56 


Calu-6 


Anaplastic carcinoma, probably 
lung 1 
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TABLE II continued. . . 



- 51 



ATTC HTB 
NUMBER 


CELL LINE 




57 


SK-LU-1 


Adenocarcinoma, lung consistent 
with poorly differentiated, grade 


58 


SK-MES-1 


Squamous carcinoma, lung, pleural 
effusion 


59 


SW 900 


Squamous cell carcinoma, lung 


60 


EB1 


Burkitt lymphoma, upper maxilla 


61 


EB2 


Burkitt lymphoma, ovary 


b z 


irorlK-1 


Burkitt lymphoma, ascites \ 


63 


HT-144 


Malignant melanoma, metastasis to 
subcutaneous tissue I 


64 


Malme-3M 


Malignant melanoma, metastasis to 
lung r | 


66 


RPMI-7951 


Malignant melanoma, metastasis to 
lympn node 


67 


SK-MEL-1 


Malignant melanoma, metastasis to 
lymphatic system 


b o 




Malignant melanoma, metastasis to 
skin of thigh 


69 


SK-MEL-3 


Malignant melanoma, metastasis to 
lymph node 


70 


SK-MEL-5 


Malignant melanoma, metastasis to 
axillary node 


71 


SK-MEL-24 


Malignant melanoma, metastasis to 
node 


72 


SK-MEL-28 


Malignant melanoma 


73 


SK-MEL-31 


Malignant melanoma 




LdOV-j 


Adenocarcinoma, ovary, consistent | 
with primary 


76 


Caov-4 


Adenocarcinoma, ovary, metastasis 
to subserosa of fallopian tube 


77 


SK-OV-3 


Adenocarcinoma, ovary, malignant 
ascites 


78 


SW 626 


Adenocarcinoma, ovary 


79 


Capan-1 


Adenocarcinoma, pancreas, 
metastasis to liver 


80 1 


Capan-2 | 


Adenocarcinoma, pancrease | 



10 



15 



20 
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ATTC HTB 

Tl 1 1 1 nm tuts 

NUMBER 


CELL LINE 


TUMOR TYPE 


81 


DU 145 


Carcinoma, prostate, metastasis 
to brain 


82 


A-204 


Rhabdomyosarcoma 


85 


Saos-2 


Osteogenic sarcoma, primary 


86 


SK-ES-1 


Anaplastic osteosarcoma versus 
Ewing sarcoma, bone 


88 


SK-LMS-1 


Leiomyosarcoma, vulva, primary 


91 


SW 684 


Fibrosarcoma 


92 


SW 872 


Liposarcoma ! 


93 


SW 982 


Axilla synovial sarcoma 


94 


SW 1353 


Chondrosarcoma , humerus 


96 


U-2 OS 


Osteogenic sarcoma, bone primary 


102 


Malme-3 


Skin fibroblast 


103 


KATO III 


Gastric carcinoma 


104 


Cate-IB 


Embryonal carcinoma, testis, 
metastasis to lymph node 


105 


Tera-1 


Embryonal carcinoma, malignancy 
consisuenu wiun metastasis to 
lung 


106 


Tera-2 


Embryonal carcinoma, malignancy 
consistent with, metastasis to 
lung 


107 


SW579 


Thyroid carcinoma 


111 


AN3 CA 


Endometrial adenocarcinoma, 

uiCLao LdLlL 1 


112 






113 


HEC-l-B 


Endometrial adenocarcinoma 


114 


SK-UT-1 


Uterine, mixed mesodermal tumor, 
consisuenu witn leiomyosarcoma 
grade III 


115 


SK-UT-1B 


Uterine, mixed mesodermal tumor, 
consistent with leiomyosarcoma 
grade III 


117 


SW 954 


Squamous cell carcinoma, vulva 


118 


SW 962 


Carcinoma, vulva, lymph node 
metastasis 


1 119 1 


NCI-H69 


Small cell carcinoma, lung | 
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ATTC HTB 
NUMBER 


CELL LINE 


TUMOR TYPE 


120 


NCI-H128 


Small cell carcinoma, lung 


121 


BT-483 


Ductal carcinoma, breast 


122 


BT-549 


Ductal carcinoma, breast 


123 


DU4475 


Metastatic cutaneous nodule, 
breast carcinoma 


124 


HBL-100 


Breast 


125 


Hs 578Bst 


Breast, normal 






Ductal carcinoma, breast 


127 


MDA-MB- 
o *5 n 


Carcinoma, breast 


128 


MDA-MB- 


Adenocarcinoma, breast 


129 


MDA-MB- 
4± J Do 


Ductal carcinoma, breast 


130 


MDA-MB - 
43 6 

J u 


Adenocarcinoma, breast 


131 

j « 


MDA-MB - 

•x -J —> 


Carcinoma, breast 


132 


MDA-MB - 

TOO 


Adenocarcinoma, breast 


I X «J «-> 


1 *± / U 


uuctai carcinoma, breast, pleural j 
effusion 


134 
j «i> «j 


Uq 7^CfiT 
no / o d j. 


uarcmoma, pancreas, metastatic 
to lymph node 


135 


Hs 74 6T 


Carcinoma, stomach, metastatic to 
left leg 


13 7 


Hs 695T 


Amelanotic melanoma, metastatic 
to lymph node 


138 


Hs 683 


Glioma 


140 


Hs 294T 


Melanoma, metastatic to lymph 
node 


142 


Hs 602 


Lymphoma, cervical j 


144 


JAR 


Choriocarcinoma, placenta 


146 


Hs 445 


Lymphoid, Hodgkin's disease 


147 


Hs 700T 


Adenocarcinoma, metastatic to 
pelvis 


148 


H4 j 


Neuroglioma, brain | 



10 



15 
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ATTC HTB 
NUMBER 


CELL LINE 


TUMOR TYPE 




151 


Hs 696 


Adenocarcinoma primary, unknown, 
metastatic to bone-sacrum 




152 


Hs 913T 


Fibrosarcoma, metastatic to luna 




153 


Hs 729 


Rhabdomyosarcoma, left lea 




157 


FHs 73 8Lu 


Lung, normal fetus 


5 


158 


FHs 173We 


Whole embryo, normal 




160 


FHs 73 8B1 


Bladder, normal fetus 




161 


NIH : 0 VCAR 
-3 


Ovary, adenocarcinoma 




163 


Hs 67 


Thvmus . normal 




166 


RD-ES 


Ewincr's sarcoma 


10 


168 


ChaGo K-l 


1 Bronchncrpni r nairni nnma 

1 uii uiiuiivy ciiiu c&x l^ xiiwiuci , f 

subcutaneous metastasis, human 




169 


WERI-Rb-1 


Retinoblastoma 




171 


NCI-H446 


Small cell carcinoma, lung 




172 


NCI-H209 


Small cell carcinoma, lung 




173 


NCI-H146 


Small cell carcinoma, lung 


15 


174 


NCI-H441 


Papillary adenocarcinoma, lung 




175 


NCI-H82 


Small cell carcinoma, lung 




176 


H9 


T-cell lymphoma 




177 


NCI-H460 


Large cell carcinoma, lung 




178 


NCI-H596 


Adenoscruamous carcinoma luncr 


20 


179 


NCI-H676B 


AdprmnaTr'? nnma 1 nnrr 
nudxuuai l> j-ixuiuci , x Lilly 




180 


NCI-H345 


firna 1 \ ppl 1 paypi n r^ma 1 nnrr ! 
k_p 11 to. jl j_ ucii v«cii u xiiuuici ^ X Lilly 9 




181 1 


NCI-H820 


rakJiiia.1 y clLltrllLJL-ciX v — LIlLJlllci , x Liny f 




182 


NCI-H52 0 


Scrusninn ^ <"* p> "1 "| raTT ■! n om s T nnrr 1 

u^uatuuuo w x x ^ax uxiiuuia ; X Liny I 




183 


NCI-H661 


Tj3 T*cr^ f 1 1 1 r"» 3 t noma 1 nnrr 

AJCliyc L*C»XX Lai L^XllLJlLLCl , X Lilly 1 


25 


184 


NCI-H510A 


Small cell carcinoma, extra- 
pulmonary origin, metastatic 




185 


D283 Med 


Medulloblastoma 




186 


Daoy 


Medulloblastoma 




187 


D341 Med 


Medulloblastoma 




188 


AML-193 


Acute monocyte leukemia 


30 


189 1 


MV4-11 J 


Leukemia biphenotype | 
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(a) Anti -Tumor Cell Antibodies 

A straightforward means of recognizing a tumor 
antigen target is through the use of an antibody that has 
5 binding affinity for the particular antigen. An 
extensive number of antibodies are known that are 
directed against solid tumor antigens. Certain useful 
anti-tumor antibodies are listed above in Table I. 
However, as will be instantly known to those of skill in 
10 the art, certain of the antibodies listed in Table I will 
not have the appropriate biochemical properties, or may 
not be of sufficient tumor specificity, to be of use 
therapeutically. An example is MUC8-22 that recognizes a 
cytoplasmic antigen. Antibodies such as these will 
15 generally be of use only in investigational embodiments, 
such as in model systems or screening assays. 

Generally speaking, antibodies for use in these 
aspects of the present invention will preferably 
recognize antigens that are accessible on the cell- 
surface and that are preferentially, or specifically, 
expressed by tumor cells. Such antibodies will also 
preferably exhibit properties of high affinity, such as 
exhibiting a K d of <200 nM, and preferably, of <100 nM, 
and will not show significant reactivity with life- 
sustaining normal tissues, such as one or more tissues 
selected from heart, kidney, brain, liver, bone marrow, 
colon, breast, prostate, thyroid, gall bladder, lung, 
adrenals, muscle, nerve fibers, pancreas, skin, or other 
life-sustaining organ or tissue in the human body. The 
"life-sustaining" tissues that are the most important for 
the purposes of the present invention, from the 
standpoint of low reactivity, include heart, kidney, 
central and peripheral nervous system tissues and liver. 
The term "significant reactivity", as used herein, refers 
to an antibody or antibody fragment, that, when applied 
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to the particular tissue under conditions suitable for 
immunohistochemistry, will elicit either no staining or 
negligible staining with only a few positive cells 
scattered among a field of mostly negative cells* 

5 

Particularly promising antibodies from Table I 
contemplated for use in the present invention are those 
having high selectivity for the solid tumor. For 
example, antibodies binding to TAG 72 and the HER- 2 

10 proto- oncogene protein, which are selectively found on 

the surfaces of many breast, lung and colorectal cancers 
(Thor et al., 1986; Colcher et al . , 1987; Shepard et al., 
1991) ; MOvl8 and OV-TL3 and antibodies that bind to the 
milk mucin core protein and human milk fat globule 

15 (Miotti et al., 1985; Burchell et al., 1983); and the 
antibody 9.2.27 that binds to the high M r melanoma 
antigens (Reisfeld et al., 1982). Further useful 
antibodies are those against the folate -binding protein, 
which is known to be homogeneously expressed in almost 

20 all ovarian carcinomas; those against the erb family of 
oncogenes that are over-expressed in squamous cell 
carcinomas and the majority of gliomas; and other 
antibodies known to be the subject of ongoing 
pre-clinical and clinical evaluation. 

25 

The antibodies B3, KSI/4, CC49, 2 60F9, XMMCO-791, 
D612 and SM3 are believed to be particularly suitable for 
use in clinical embodiments, following the standard pre- 
clinical testing routinely practiced in the art. B3 
30 (U.S. Patent 5,242,813; Brinkmann et al . , 1991) has ATCC 
Accession No. HB 10573; KSl/4 can be made as described in 
U.S. Patent 4,975,369; and D612 (U.S. Patent 5,183,756) 
has ATCC Accession No. HB 9796. 

35 Another means of defining a tumor- associated target 

is in terms of the characteristics of the tumor cell, 
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rather than describing the biochemical properties of an 
antigen expressed by the cell. Accordingly, the 
inventors contemplate that any antibody that 
preferentially binds to a tumor cell 1 isted in Table II 
5 may be used as the targeting component of a bispecific 
ligand. The preferential tumor cell binding is again 
based upon the antibody exhibiting high affinity for the 
tumor cell and not having significant reactivity with 
life-sustaining normal cells or tissues, as defined 
1 0 above . 

The invention therefore provides several means for 
generating an antibody for use in the targeted 
coagulation methods described herein. To generate a 
tumor cell -specif ic antibody, one would immunize an 
animal with a composition comprising a tumor cell antigen 
and, as described more fully herein below, select a 
resultant antibody with appropriate specificity. The 
immunizing composition may contain a purified, or 
partially purified, preparation of any of the antigens in 
Table I; a composition, such as a membrane preparation, 
enriched for any of the antigens in Table I; any of the 
cells listed in Table II; or a mixture or population of 
cells that include any of the cell types listed in 
Table II. 

Of course, regardless of the source of the antibody, 
in the practice of the invention in human treatment, one 
will prefer to ensure in advance that the clinically- 
3 0 targeted tumor expresses the antigen ultimately selected. 
This is achieved by means of a fairly straightforward 
assay, involving antigenically testing a tumor tissue 
sample, for example, a surgical biopsy, or perhaps 
testing for circulating shed antigen. This can readily 
35 be carried out in an immunological screening assay such 
as an ELISA (enzyme -linked immunosorbent assay) , wherein 
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the binding affinity of antibodies from a "bank" of 
hybridomas are tested for reactivity against the tumor. 
Antibodies demonstrating appropriate tumor selectivity 
and affinity are then selected for the preparation of 
5 bispecific antibodies of the present invention. 



Due to the well-known phenomenon of cross- 
reactivity, it is contemplated that useful antibodies may 
result from immunization protocols in which the antigens 

10 originally employed were derived from an animal, such as 
a mouse or a primate, in addition to those in which the 
original antigens were obtained from a human cell. Where 
antigens of human origin are used, they may be obtained 
from a human tumor cell line, or may be prepared by 

15 obtaining a biological sample from a particular patient 
in question. Indeed, methods for the development of 
antibodies that are "custom- tailored" to the patient's 
tumor are known (Stevenson et al . , 1990) and are 
contemplated for use in connection with this invention. 

20 

(b) Further Tumor Cell Targets and Binding 
Ligands 

In addition to the use of antibodies, other ligands 
25 could be employed to direct a coagulating agent to a 

tumor site by binding to a tumor cell antigen. For tumor 
antigens that are over -expressed receptors (oestrogen 
receptor, EGF receptor) , or mutant receptors, the 
corresponding ligands could be used as targeting agents. 

30 

In an analogous manner to endothelial cell receptor 
ligands, there may be components that are specifically, 
or preferentially, bound to tumor cells. For example, if 
a tumor antigen is an over-expressed receptor, the tumor 
3 5 cell may be coated with a specific ligand in vivo. It 

seems that the ligand could then be targeted either with 
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an antibody against the ligand, or with a form of the 
receptor itself. Specific examples of these type of 
targeting agents are antibodies against TIE-1 or TIE -2 
ligands, antibodies against platelet factor 4, and 
5 leukocyte adhesion binding protein. 

2 . Other Disease Targets 

In further embodiments, the first binding region may 
10 be a component that binds to a target molecule that is 
specifically or preferentially expressed in a disease 
site other than a tumor site. 

Exemplary target molecules associated with other 
15 diseased cells include, for example, leukocyte adhesion 
molecules, that are associated with psoriasis; FGF, that 
is associated with proliferative diabetic retinopathy; 
platelet factor 4, that is associated with the activated 
endothelium of various diseases; and VEGF, that is 
20 associated with vascular proliferative disease. It is 

believed that an animal or patient having any one of the 
above diseases would benefit from the specific induction 
of coagulation in the disease site. 

25 Diseases that are known to have a common angio- 

dependent pathology, as described in Klagsburn & Folkman 
(1990) , may also be treated with bispecific ligand as 
described herein. In particular, a vascular endothelial 
cell -targeted ligand or a stroma- targeted ligand will be 

3 0 used to achieve coagulation in the disease site. The 
treatment of BPH, diabetic retinopathy, vascular 
restenosis, vascular adhesions, AVM, meningioma, 
hemangioma, neovascular glaucoma, rheumatoid arthritis 
and psoriasis are particularly contemplated at the 

3 5 present time. 
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3 . Disease-Associated Vasculature Cell Targets 

The cells of the vasculature are intended as targets 
for use in the present invention. In these cases, one 
5 binding region of the bispecific ligand will be capable 
of binding to an accessible marker preferentially 
expressed by disease-associated vasculature endothelial 
cells. The exploitation of the vascular markers is made 
possible due to the proximity of the vascular endothelial 
10 cells to the disease area and to the products of the 
local aberrant physiological processes. For example, 
tumor vascular endothelial cells are exposed to tumor 
cells and tumor-derived products that change the 
phenotypic profile of the endothelial cells. 

15 

Tumor cells are known to elaborate tumor-derived 
products, such as lymphokines, monokines, colony- 
stimulating factors, growth factors and angiogenic 
factors, that act on the nearby vascular endothelial 

20 cells (Kandel et al . , 1991; Polkman, 1985a, b) and 

cytokines (Burrows et al . , 1991; Ruco et al . , 1990; 
Borden et al., 1990) . The tumor products bind to the 
endothelial cells and serve to selectively induce 
expression of certain molecules. It is these induced 

25 molecules that may be targeted using the tumor 

endothel ium- specif ic coagulant delivery provided by 
certain aspects of the present invention. Vascular 
endothelial- cells in tumors proliferate at a rate 3 0- fold 
greater than those in miscellaneous normal tissues 

30 (Denekamp et al . , 1982), suggesting that proliferation- 
linked determinants could also serve as markers for tumor 
vascular endothelial cells. 

In certain embodiments of the invention, the 
3 5 targeting component of the bispecific ligands will be a 
component that has a relatively high degree of 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 PCTYUS95/07439 



- 61 - 

specificity for tumor vasculature. These targeting 
components may be defined as components that bind to 
molecules expressed on tumor endothelium, but that have 
little or no expression at the surface of normal 
5 endothelial cells. Such specificity may be assessed by 
the standard procedures of immunostaining of tissue 
sections, which are routine to those of skill in the art. 

However, as stated above, an advantage of the 
present invention is that the requirement for selectivity 
is not as stringent as previously needed in the prior art 
methods, especially those employing immunotoxins , because 
any side effects associated with the mis-targeting of the 
coagulating agent will be minimal in comparison to those 
resulting from the mis -targeting of a toxin. 

Therefore, it is generally proposed that the 
molecules to be targeted using the bispecific ligands or 
antibodies of this invention will be those that are 
expressed on tumor vasculature at a higher level than on 
normal endothelial cells. 

(a) Vascular Endothelial Cell Markers in 
Disease 

25 

Molecules that are known to be preferentially 
expressed at the surface of vascular endothelial cells in 
a disease site or environment are herein termed "natural 
disease-associated vascular endothelial cell markers". 

30 This term is used for simplicity to refer to the 
endothelial cell components that are expressed in 
diseases connected with increased or inappropriate 
angiogenesis or endothelial cell proliferation. One 
particular example are the tumor endothelial cell 

3 5 components that are expressed in situ in response to 
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tumor-derived factors. These components are also termed 
"naturally-induced tumor endothelial cell markers". 

Both VEGF/VPF (vascular endothelial growth 
5 factor/vascular permeability factor) and components of 
the FGF (fibroblast growth factor) family are 
concentrated in or on tumor vasculature . The 
corresponding receptors therefore provide a potential 
target for attack on tumor vasculature. For example, 

10 VEGF receptors are known to be upregulated on tumor 

endothelial cells, as opposed to endothelial cells in 
normal tissues, both in rodents and man (Thieme et al . , 
1995) . Possibly, this is a consequence of hypoxia - a 
characteristic of the tumor microenvironment (Leith 

15 et al., 1992). FGF receptors are also upregulated three- 
fold on endothelial cells exposed to hypoxia, and so are 
believed to be upregulated in tumors (Bicknell and Harris 
et al. , 1992) . 

20 The TGF jS (transforming growth factor /?) receptor 

(endoglin) on endothelial cells is upregulated on 
dividing cells, providing another target. One of the 
present inventors found that endoglin is upregulated on 
activated and dividing HUVEC in culture, and is strongly 

25 expressed in human tissues on endothelial cells at sites 
of neovascularization, including a broad range of solid 
tumors and fetal placenta. In contrast, endothelial 
cells in the majority of miscellaneous non-malignant 
adult tissues, including preneoplastic lesions, contain 

30 little or no endoglin. Importantly, endoglin expression 
is believed to correlate with neoplastic progression in 
the breast, as shown by benign fibroadenomas and early 
carcinomas binding low levels of TEC-4 and TEC-11 
antibodies, and late stage intraductal carcinomas and 

35 invasive carcinomas binding high levels of these 
antibodies . 
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Other natural disease-associated vascular 
endothelial cell markers include a TIE, VCAM-1, P- 
selectin, E-selectin, a v /8 3 integrin, pleiotropin and 
endosialin, each of which may be targeted using the 
5 invention. 

(b) Cytokine- Inducible Vascular Endothelial 
Markers 

Due to the nature of disease processes, which often 
result in localized dysfunction within the body, methods 
are available to manipulate the disease site whilst 
leaving other tissues relatively unaffected. This is 
particularly true in malignant and benign tumors, which 
exist as distinct entities within the body of an animal. 
For example, the tumor environment may be manipulated to 
create additional markers that are specific for tumor 
vascular endothelial cells. These methods generally 
mimic those that occur naturally in solid tumors, and 
also involve the local production of signalling agents, 
such as growth factors or cytokines, that induce the 
specific expression of certain molecules at the surface 
of the nearby vascular endothelial cells. 

The group of molecules that may be artificially 
induced to be expressed at the surface of vascular 
endothelial cells in a disease or tumor environment are 
herein termed "inducible endothelial cell markers", or 
specifically, inducible tumor endothelial cell markers. 
This term is used to refer to those markers that are 
artificially induced, i.e., induced as a result of 
manipulation by the hand of man, rather than those that 
are induced as part of the disease or tumor development 
process in an animal. The term "inducible marker", as 
defined above, is chosen for simple reference,. in the 
context of the present application, notwithstanding the 
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fact that "natural markers" are also induced, e.g., by 
tumor -derived agents. 

Thus, although not required to practice the 
5 invention, techniques for the selective elicitation of 
vascular endothelial antigen targets on the surface of 
disease-associated vasculature are available that may, if 
desired, be used in conjunction with the invention. 
These techniques involve manipulating the antigenic 

10 expression, or cell surface presentation, such that a 

target antigen is expressed or rendered available on the 
surface of disease -associated vasculature and not 
expressed or otherwise rendered accessible or available 
for binding, or at least to a lesser extent, on the 

15 surface of normal endothelium. 

Tumor endothelial markers can be induced by tumor- 
derived cytokines (Burrows et al . , 1991; Ruco et al., 
1990) and by angiogenic factors (Mignatti et al., 1991). 

2 0 Examples of cell surface markers that may be specifically 

induced in the tumor endothelium and then targeted using 
a bispecific coagulating ligand, as provided by the 
invention, include those listed in Table III (Bevilacqua 
et al., 1987; Dustin et al . , 1986; Osborn et al . , 1989; 
25 Collins et al., 1984). 

The mechanisms for the induction of the proposed 
markers; the inducing, or "intermediate cytokine", such 
as IL-1 and IFN-7; and the leukocyte cell type and 

3 0 associated cytokine -activating molecule, whose targeting 

will result in the release of the cytokine, are also set 
forth in Table III. In the induction of a specific 
marker, a bispecific "cytokine -inducing" or "antigen- 
inducing" antibody is generally required. This antibody 
3 5 will selectively induce the release of the appropriate 
cytokine in the locale of the tumor, thus selectively 
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inducing the expression of the desired target antigen by 
the vascular endothelial cells. The bispecific antibody 
cross -links cells of the tumor mass and cytokine - 
producing leukocytes, thereby activating the leukocytes 
5 to release the cytokine. 

The preparation and use of bispecific antibodies 
such as these is predicated in part on the fact that 
cross-linking antibodies recognizing CD3 , CD14, CD16 and 

10 CD28 have previously been shown to elicit cytokine 

production selectively upon cross- linking with the second 
antigen (Qian et al., 1991). In the context of the 
present invention, since only successfully tumor cell- 
crosslinked leukocytes will be activated to release the 

15 cytokine, cytokine release will be restricted to the 
locale of the tumor. Thus, expression of the desired 
marker, such as E-selectin, will be similarly limited to 
the endothelium of the tumor vasculature. 
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It is important to note that, from the possible 
inducible markers listed in Table III, E-selectin and MHC 
Class II antigens, such as HLA-DR, HLA-DP and HLA-DQ 
(Collins et al . , 1984), are by far the most preferred 
5 targets for use in connection with clinical embodiments. 
The other adhesion molecules of Table III appear to be 
expressed to varying degrees in normal tissues, generally 
in lymphoid organs and on endothelium, making their 
targeting perhaps appropriate only in animal models or in 

10 cases where their expression on normal tissues can be 
inhibited without significant side-effects. The 
targeting of E-selectin or an MHC Class II antigen is 
preferred as the expression of these antigens will likely 
be the most direct to promote selectively in tumor- 

15 associated endothelium. 



E-selectin 

The targeting of an antigen that is not expressed on 
20 the surfaces of normal endothelium is the most 
straightforward form of the induction methods. 
E-selectin is an adhesion molecule that is not expressed 
in normal endothelial vasculature or other hum&n cell 
types (Cotran et al., 1986), but can be induced on the 
25 surface of endothelial cells through the action of 

cytokines such as IL-1, TNF, lymphotoxin and bacterial 
endotoxin (Bevilacqua et al . , 1987). It is not induced 
by IFN-y (Wu et al . , 1990). The expression of E-selectin 
may thus be selectively induced in tumor endothelium 
30 through the selective delivery of such a cytokine, or via 
the use of a composition that causes the selective 
release of such cytokines in the tumor environment. 

Bispecif ic antibodies are one example of a 
35 composition capable of causing the selective release of 
one or more of the foregoing or other appropriate 
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cytokines in the tumor site, but not elsewhere in the 
body. Such bispecific antibodies are herein termed 
"antigen- inducing antibodies" and are, of course, 
distinct from any bispecific antibodies of the invention 
5 that have targeting and coagulating components. Antigen- 
inducing antibodies are designed to cross -link cytokine 
effector cells, such as cells of monocyte/macrophage 
lineage, T cells and/or NK cells or mast cells, with 
tumor cells of the targeted solid tumor mass. This 
10 cross-linking would then effect a release of cytokine 

that is localized to the site of cross-linking, i.e., the 
tumor . 



Effective antigen- inducing antibodies recognize a 

15 selected tumor cell surface antigen on the one hand 
(e.g., those in Table I) and, on the other hand, 
recognize a selected "cytokine activating" antigen on the 
surface of a selected leukocyte cell type. The term 
"cytokine activating" antigen is used to refer to any one 

20 of the various known molecules on the surfaces of 

leukocytes that, when bound by an effector molecule, such 
as an antibody or a fragment thereof or a naturally- 
occurring agent or synthetic analog thereof, be it a 
soluble factor or membrane -bound counter-receptor on 

25 another cell, promotes the release of a cytokine by the 
leukocyte cell. Examples of cytokine activating 
molecules include CD14 (the LPS receptor) and FcR for 
IgE, which will activate the release of IL-1 and TNFa; 
and CD16, CD2 or CD3 or CD28, which will activate the 

3 0 release of IFN7 and TNF/?, respectively. 



Once introduced into the bloodstream of an animal 
bearing a tumor, such an antigen- inducing bispecific 
antibody will bind to tumor cells within the tumor, 
35 cross-link those tumor cells with effector cells, e.g., 
monocytes /macrophages, that have infiltrated the tumor, 
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and thereafter effect the selective release of cytokine 
within the tumor. Importantly, however, without cross- 
linking of the tumor and leukocyte, the antigen- inducing 
antibody will not effect the release of cytokine. Thus, 
5 no cytokine release will occur in parts of the body 
removed from the tumor and, hence, expression of 
cytokine -induced molecules, e.g., E-selectin, will occur 
only within the tumor endothelium. 

10 A number of useful "cytokine activating" antigens 

are known, which, when cross-linked with an appropriate 
bispecific antibody, will result in the release of 
cytokines by the cross-linked leukocyte. The generally 
preferred target for this purpose is CD14, which is found 

15 on the surface of monocytes and macrophages. When CD14 
is cross linked it stimulates monocytes/ macrophages to 
release IL-1 (Schutt et al., 1988; Chen et al., 1990), 
and possibly other cytokines, which, in turn stimulate 
the appearance of E-selectin on nearby vasculature. 

20 Other possible targets for cross-linking in connection 
with E-selectin induction and targeting include FcR for 
IgE, found on Mast cells; FcR for IgG (CD16) , found on NK 
cells; as well as CD2, CD3 or CD28, found on the surfaces 
of T cells. Of these, CD14 targeting is generally 

25 preferred due to the relative prevalence of monocyte/ 

macrophage infiltration of solid tumors as opposed to the 
other leukocyte cell types. 

In an exemplary induction embodiment, an animal 
30 bearing a solid tumor is injected with bispecific (Fab'- 
Fab') anti-CD14/anti- tumor antibody (such as anti-CEA, 
9.2.27 antibody against high Mr melanoma antigens OV-TL3 
or MOv 18 antibodies against ovarian associated 
antigens) . The antibody localizes in the tumor, by 
35 virtue of its tumor binding activity, and then activates 
monocytes and macrophages in the tumor by crosslinking 
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their CD14 antigens (Schutt et. al . , 1988; Chen et. al., 
199 0) . The activated monocytes /macrophages have 
tumoricidal activity (Palleroni et. al., 1991) and 
release IL-1 and TNF which rapidly induce E- select in 
5 antigens on the tumor vascular endothelial cells 
(Bevilacqua et. al., 1987; Pober et. al., 1991). 

MHC Class II Antigens 

The second preferred group of inducible markers 
contemplated for use with the present invention are the 
MHC Class II antigens (Collins et al . , 1984), including 
HLA-DR, HLA-DP and HLA-DQ. Class II antigens are 
expressed on vascular endothelial cells in most normal 
tissues in several species, including man. Studies 
in vitro (Collins et al., 1984; Daar et al., 1984; 
O'Connell et al., 1990) and in vivo (Groenewegen et al., 
1985) have shown that the expression of Class II antigens 
by vascular endothelial cells requires the continuous 
presence of IFN-7 which is elaborated by T H1 cells and, 
to a lesser extent, by NK cells and CD8 + T cells. 

MHC Class II antigens are not unique to vascular 
endothelial cells, and are also expressed constitutively 
25 on B cells, activated T cells, cells of 

monocyte/macrophage linage and on certain epithelial 
cells, both in mice (Hammerling, 1976) and in man (Daar 
et al., 1984). Due to the expression of MHC Class II 
antigens on "normal" endothelium, their targeting is not 
30 quite so straightforward as E-selectin. However, the 

induction and targeting of MHC Class II antigens is made 
possible by using in conjunction with an 
immunosuppressant, such as Cyclosporin A (CsA) , that has 
the ability to effectively inhibit the expression of 
35 Class II molecules in normal tissues (Groenewegen et al . , 
1985) . The CsA acts by preventing the activation of 



10 



15 



20 
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5 



T cells and NK cells (Groenewegen et al . , 1985; DeFranco, 
1991) , thereby reducing the basal levels of IFN-y below 
those needed to maintain Class II expression on 
endothelium. 



There are various other cyclosporins related to CsA, 
including cyclosporins A, B, C, D, G, and the like, that 
also have immunosuppressive action and are likely to 
demonstrate an ability to suppress Class II expression. 
10 Other agents that might be similarly useful include FK506 
and rapamycin. 

Thus, the practice of the MHC Class II induction and 
targeting embodiment requires a pretreatment of the 

15 tumor-bearing animal with a dose of CsA or other Class II 
immunosuppressive agent that is effective to suppress 
Class II expression. In the case of CsA, this will 
typically be on the order of about 10 to about 3 0 mg/kg 
body weight. Once suppressed in normal tissues, Class II 

20 antigens can then be selectively induced in the tumor 
endothelium, again through the use of a bispecific 
antibody. 

In this case, the antigen- inducing bispecific 
25 antibody will have specificity for a tumor cell marker 

and for an activating antigen found on the surface of an 
effector cell that is capable of inducing IFN-y 
production. Such effector cells will generally be helper 
T cells (T H ) or Natural Killer (NK) cells. In these 
3 0 embodiments, it is necessary that T cells, or NK cells if 
CD16 is used, be present in the tumor to produce the 
cytokine intermediate in that Class II antigen expression 
is achieved using IFN-y, but is not achieved with the 
other cytokines. Thus, for the practice of this aspect 
35 of the invention, one will desire to select CD2, CD3, 

CD28, or most preferably CD28, as the cytokine activating 
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antigen for targeting by the antigen- inducing bispecific 
antibody. 

The T cells that should be activated in the tumor 
5 are those adjacent to the vasculature since this is the 
region most accessible to cells and is also where the 
bispecific antibody will be most concentrated. The 
activated T cells should then secrete IFN-y which induces 
Class II antigens on the adjacent tumor vasculature. 

10 

The use of a bispecific (Fab' -Fab') antibody having 
one arm directed against a tumor antigen and the other 
arm directed against CD28 is currently preferred. This 
antibody will crosslink CD28 antigens on T cells in the 
15 tumor which, when combined with a second signal 

(provided, for example, by IL-1 which is commonly 
secreted by tumor cells (Burrows et al . , 1991; Ruco 
et al., 1990), has been shown to activate T cells through 
a CA 2+ - independent non-CsA-inhibitable pathway (Hess 
et al., 1991; June et al., 1987; Bjorndahl et al., 1989). 

The preparation of antibodies against various 
cytokine activating molecules is also well known in the 
art. For example, the preparation and use of anti-CD14 
and anti-CD28 monoclonal antibodies having the ability to 
induce cytokine production by leukocytes has now been 
described by several laboratories (reviewed in Schutt 
et al., 1988; Chen et al . , 1990, and June et al . , 1990, 
respectively) . Moreover, the preparation of monoclonal 
antibodies that will stimulate leukocyte release of 
cytokines through other mechanisms and other activating 
antigens is also known (Clark et al . , 1986; Geppert 
et al. , 1990) . 



25 



30 



In still further embodiments, the inventors 
contemplate an alternative approach for suppressing the 
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expression of Class II molecules, and selectively 
eliciting Class II molecule expression in the locale of 
the tumor. This approach, which avoids the use of both 
CsA and a bispecific activating antibody, takes advantage 
5 of the fact that the expression of Class II molecules can 
be effectively inhibited by suppressing IFN-7 production 
by T cells, e.g., through use of an anti-CD4 antibody 
(Street et al., 1989). Using this embodiment, IFN-7 
production is inhibited by administering anti-CD4, 
10 resulting in the general suppression of Class II 

expression. Class II is then induced only in the tumor 
site, e.g., using tumor-specific T cells which are only 
activatable within the tumor. 

15 In this mode of treatment, one will generally 

pretreat an animal or human patient with a dose of anti- 
CD4 that is effective to suppress IFN-y production and 
thereby suppress the expression of Class II molecules. 
Effective doses are contemplated to be, for example, on 

2 0 the order of about 4 to about 10 mg/kg body weight. 

After Class II expression is suppressed, one will then 
prepare and introduce into the bloodstream an IFN-7- 
producing T cell clone (e.g., T h l or cytotoxic 
T lymphocyte, CTL) specific for an antigen expressed on 

25 the surface of the tumor cells. These T cells localizes 
to the tumor mass, due to their antigen recognition 
capability and, upon such recognition, then release IFN- 
7. In this. manner, cytokine release is again restricted 
to the tumor, thus limiting the expression of Class II 

30 molecules to the tumor vasculature. 

The IFN- 7 -producing T cell clone may be obtained 
from the peripheral blood (Mazzocchi et al., 1990), 
however, a preferred source is from within the tumor mass 
35 (Fox et al. f 1990) . The currently preferred means of 

preparing such a T cell clone is to remove a portion of 
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the tumor mass from a patient; isolate cells, using 
collagenase digestion, where necessary; enrich for tumor 
infiltrating leukocytes using density gradient 
centrifugation, followed by depletion of other leukocyte 
5 subsets by, e.g., treatment with specific antibodies and 
complement; and then expand the tumor infiltrating 
leukocytes in vitro to provide the IFN-7 producing clone. 
This clone will necessarily be immunologically compatible 
with the patient, and therefore should be well tolerated 
10 by the patient. 

It is proposed that particular benefits will be 
achieved by further selecting a high IFN-7 producing 
T cell clone from the expanded leukocytes by determining 

15 the cytokine secretion pattern of each individual clone 
every 14 days. To this end, rested clones will be 
mitogenically or antigenically-stimulated for about 
24 hours and their culture supernatants assayed, e.g., 
using a specific sandwich EL ISA technique (Cherwinski 

20 et al., 1989), for the presence of IL-2, IFN-7, IL-4, 
IL-5 and IL-10. Those clones secreting high levels of 
IL-2 and IFN-y, the characteristic cytokine secretion 
pattern of T H1 clones, will be selected. Tumor 
specificity will be confirmed using proliferation assays. 

25 

Furthermore , one will prefer to employ as the 
anti-CD4 antibody an anti-CD4 Fab, because it will be 
eliminated from the body within 24 hours after injection 
and so will not cause suppression of the tumor - 

3 0 recognizing T-cell clones that are subsequently 

administered. The preparation of T cell clones having 
tumor specificity is generally known in the art, as 
exemplified by the production and characterization of 
T cell clones from lymphocytes infiltrating solid 

3 5 melanoma tumors {Mae da et al_^, 1991) . 
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In using either of the MHC Class II suppression- 
induction methods, additional benefits will likely result 
from the fact that anti-Class II antibodies injected 
intravenously do not appear to reach the epithelial cells 
5 or the monocytes /macrophages in normal organs other than 
the liver and spleen. Presumably this is because the 
vascular endothelium in most normal organs is tight, not 
fenestrated as it is in the liver and spleen, and so the 
antibodies must diffuse across basement membranes to 

10 reach the Class II-positive cells. Also, any B cell 
elimination that may result, e.g., following cross- 
linking, is unlikely to pose a significant problem as 
these cells are replenished from Class II negative 
progenitors (Lowe et al . , 1986). Even B cell killing, as 

15 occurs in B lymphoma patients, causes no obvious harm 
(Vitetta et al., 1991). 



In summary, although the tumor coagulating 
compositions and antibodies of the present invention are 

20 elegantly simple, and do not require the induction of 
antigens for their operability, the combined use of an 
antigen- inducing bispecific antibody with this invention 
is also contemplated. Such antibodies would generally be 
administered prior to the bispecific coagulating ligands 

25 of this invention. 

Generally speaking, the more "immunogenic" tumors 
would be more suitable for the MHC Class II approach 
involving, e.g., the cross-linking of T cells in the 

30 tumor through an anti-CD28/anti-tumor bispecific 

antibody, because these tumors are more likely to be 
infiltrated by T cells, a prerequisite for this method to 
be effective. Examples of immunogenic solid tumors 
include renal carcinomas, melanomas, a minority of breast 

3 5 and colon cancers, as well as possibly jpancreatic , 

gastric, liver, lung and glial tumor cancers. These 
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tumors are referred to as "immunogenic" because there is 
evidence that they elicit immune responses in the host 
and they have been found to be amenable to cellular 
immunotherapy (Yamaue et al., 1990). In the case of 
5 melanomas and large bowel cancers, the most preferred 
antibodies for use in these instances would be B72.3 
(anti-TAG-72) and PRSC5/PR4C2 (anti -Lewis a) or 9.2.27 
(anti-high Mr melanoma antigen) . 

10 For the majority of solid tumors of all origins, an 

anti-CD14 approach that employs a macrophage /monocyte 
intermediate would be more suitable . This is because 
most tumors are rich in macrophages. Examples of 
macrophage -rich tumors include most breast, colon and 

15 lung carcinomas. Examples of preferred anti-tumor 

antibodies for use in these instances would be anti-HER- 
2, B72.3, SM-3, HMFG-2, and SWA11 (Smith et al . , 1989). 

(c) Coagulant -Inducible Markers 

20 

Coagulants, such as thrombin, Factor IX/IXa, Factor 
X/Xa, plasmin and metalloproteinases , such as 
interstitial collagenases, stromelysins and gelatinases, 
also act to induce certain markers. In particular, 
25 E-selectin, P-selectin, PDGF and ICAM-1 are induced by 
thrombin (Sugama et. al., 1992; Shankar et. al., 1994). 

Therefore, for this induction, an anti- 
coagulant/anti-tumor bispecific antibody will be 

3 0 utilized. The antibody will localize in the tumor via 
its tumor binding activity. The bispecific will then 
concentrate the coagulant, e.g., thrombin, in the tumor, 
resulting in induction of E-selectin and P-selectin on 
the tumor vascular endothelial cells (Sugama et. al., 

35 1991; Shankar et. al . , 1994). 
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Alternatively, targeting of truncated tissue factor 
to tumor cells or endothelium will induce thrombin 
deposition within the tumor. As the thrombin is 
deposited, E-selectin and P-selectin will be induced on 
5 the tumor vascular endothelial cells. 

(d) Antibodies to Vascular Endothelial Cell 
Markers 

iO A straightforward means of recognizing a disease- 

associated vasculature target, whether induced in the 
natural environment or by artificial means, is through 
the use of an antibody that has binding affinity for the 
particular cell surface receptor, molecule or antigen. 

15 These include antibodies directed against all cell 

surface components that are known to be present on, e.g., 
tumor vascular endothelial cells, those that are induced 
or over-expressed in response to tumor-derived factors, 
and those that are induced following manipulation by the 

2 0 hand of man. Table IV and Table V summarize useful 
antibodies and their properties. 
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Two further antibodies that may be used in this 
invention are those described by Rettig et al. (1992) and 
Wang et al. (1993) that are directed against unrelated 
antigens of unknown function expressed in the vasculature 
5 of human tumors, but not in most normal tissues. 

The antibody described by Kim et. al . (1993) may 
also be used in this invention, particularly as this 
antibody inhibited angiogenesis and suppressed tumor 
10 growth in vivo. 

Antibodies that have not previously been shown to be 
specific for human tumors may also be used. For example, 
Venkateswaran et al . (1992) described the production of 
15 ant i -FGF MAbs. Xu et. al . (1992) developed and 

characterized a panel of 16 isoform and domain- specif ic 
polyclonal and monoclonal antibodies against FGF receptor 
(fig) isoforms. Massoglia et al. (1987) also reported 
MAbs against FGF. 

20 

(e) Generation of Antibodies to Disease 
Vasculature 

In addition to utilizing a known antibody, such as 
25 those described above and others known and published in 
the scientific literature, one may also generate a novel 
antibody using standard immunization procedures, as 
described in more detail hereinbelow. To generate an 
antibody against a known disease-associated vascular 
3 0 marker antigen, one would immunize an animal with an 

immunogenic composition comprising the antigen. This may 
be a membrane preparation that includes, or is enriched 
for, the antigen; a relatively purified form of the 
antigen, as isolated from cells or membranes; a highly 
3 5 purified form of the antigen, as obtained by a variety of 
purification steps using, e.g., a native antigen extract 
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or a recombinant form of the antigen obtained from a 
recombinant host cell . 

The present invention also provides yet further 
5 methods for generating an antibody against an antigen 
present on disease-associated vasculature endothelial 
cells, which methods are suitable for use even where the 
biochemical identity of the antigen remains unknown. 
These methods are exemplified through the generation of 

10 an antibody against tumor vasculature endothelial cells. 
A first means of achieving antibody generation in this 
manner uses a preparation of vascular endothelial cells 
obtained from the tumor site of an animal or human 
patient. One simply immunizes an experimental animal 

15 with a preparation of such cells and collects the 

antibodies so produced. The most useful form of this 
method is that where specific antibodies are subsequently 
selected, as may be achieved using conventional hybridoma 
technology and screening against tumor vascular 

20 endothelial cells. 



A development of the above method is that which 
mimics the tumor vasculature phenomenon in vitro, and 
where cell purification is not necessary. In using this 

25 method, endothelial cells are subjected to tumor-derived 
products, such as might be obtained from tumor- 
conditioned media, in cell culture rather than in an 
animal . This method generally involves stimulating 
endothelial cells with tumor- conditioned medium and 

30 employing the stimulated endothelial cells as immunogens 
to prepare a collection of antibodies. Again, specific 
antibodies should be selected, e.g., using conventional 
monoclonal antibody technology, or other techniques such 
as combinatorial immunoglobulin phagemid libraries 

35 prepared from RNA isolated from the spleen of the 

immunized animal . One would select a specific antibody 
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that preferentially recognizes tumor- stimulated vascular 
endothelium and reacts more strongly with tumor- 
associated endothelial cells than with normal adult human 
tissues . 

5 

Stimulated endothelial cells contemplated to be of 
use in this regard include, for example, human umbilical 
vein endothelial cells (HUVE) , human dermal microvascular 
endothelial cells (HDEMC) , human saphenous vein 

10 endothelial cells, human omental fat endothelial cells, 
other human microvascular endothelial cells, human brain 
capillary endothelial cells, and the like. It is also 
contemplated that endothelial cells from another species 
may stimulated by tumor -conditioned media and employed as 

15 immunogens to generate hybridomas to produce an 

antibodies in accordance herewith, i.e., to produce 
antibodies that crossreact with tumor- stimulated human 
vascular endothelial cells, and/or antibodies for use in 
pre -clinical models. 

20 

"Tumor-conditioned medium or media" are defined 
herein as compositions or media, such as culture media, 
that contain one or more tumor-derived cytokines, 
lymphokines or other effector molecules. Most typically, 

25 tumor- conditioned medium is prepared from a culture 

medium in which selected tumor cells have been grown, and 
will therefore be enriched in such tumor-derived 
products. The type of medium is not believed to be 
particularly important, so long as it at least initially 

3 0 contains appropriate nutrients and conditions to support 
tumor cell growth. It is also, of course, possible to 
extract and even separate materials from tumor- 
conditioned media and employ one or more of the extracted 
products for application to the endothelial cells. 

35 
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As for the type of tumor used for the preparation of 
the medium or media, one will, of course, prefer to 
employ tumors that mimic or resemble the tumor that will 
ultimately be subject to analysis or treatment using the 
present invention. Thus, for example, where one 
envisions the development of a protocol for the treatment 
of breast cancer, one will desire to employ breast cancer 
cells such as ZR-75-1, T47D, SKBR3 , MDA-MB-231. In the 
case of colorectal tumors, one may mention by way of 
example the HT29 carcinoma, as well as DLD-1, HCT116 or 
even SW48 or SW122 . In the case of lung tumors, one may 
mention by way of example NCI-H69, SW2, NCI H23, NCI 
H460, NCI H69, or NCI H82. In the case of melanoma, good 
examples are DX.3, A375, SKMEL-23, HMB-2, MJM, T8 or 
15 indeed VUP. In any of the above cases, it is further 

believed that one may even employ cells produced from the 
tumor that is to be treated, i.e., cells obtained from a 
biopsy. 

20 Once prepared, the tumor- conditioned media is then 

employed to stimulate the appearance of tumor 
endothelium- specif ic marker (s) on the cell surfaces of 
endothelial cells, e.g., by culturing selected 
endothelial cells in the presence of the tumor- 

25 conditioned media (or products derived therefrom) . 

Again, it is proposed that the type of endothelial cell 
that is employed is not of critical importance, so long 
as it is generally representative of the endothelium 
associated with the vasculature of the particular tumor 

3 0 that is ultimately to be treated or diagnosed. The 
inventors prefer to employ human umbilical vein 
endothelial cells (HUVE) , or human dermal microvascular 
endothelial cells (HDMEC, Karasek, 1989), in that these 
cells are of human origin, respond to cytokine growth 

35 factors and angiogenic factors and are readily 

obtainable. However, it is proposed that any endothelial 
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cell that is capable of being cultured in vitro may be 
employed in the practice of the invention and 
nevertheless achieve beneficial results. One may 
mention, by way of example, cells such as EA.hy9.26, 
5 ECV304, human saphenous vein endothelial cells, and the 
like . 

Once stimulated using the tumor-derived products, 
the endothelial cells are then employed as immunogens in 

10 the preparation of monoclonal antibodies (MAbs) . The 
technique for preparing MAbs against antigenic cell 
surface markers is quite straightforward, and may be 
readily carried out using techniques well known to those 
of skill in the art, as exemplified by the technique of 

15 Kohler & Milstein (1975) , and further described 
hereinbelow. 

Generally speaking, a preferred method of preparing 
MAbs using stimulated endothelial cells involves the 

20 following procedures: Cells or cell lines derived from 
human tumors are grown in tissue culture for a 4 days. 
The tissue culture supernatant (* tumor- conditioned 
medium' ) is removed from the tumor cell cultures and 
added to cultures of HUVEC at a final concentration of 

25 50% (v/v) . After 2 days culture the HUVEC are harvested 
non-enzymatically and 1-2 X 10 6 cells injected 
intraperitoneally into mice. This process is repeated 
three times at two- weekly intervals, the final 
immunization being by the intravenous route. Three days 

3 0 later the spleen cells are harvested and fused with SP2/0 
myeloma cells by standard protocols (Kohler & Milstein, 
1975) and hybridomas producing antibodies with the 
appropriate reactivity are cloned by limiting dilution. 

35 From the resultant collection of hybridomas, one 

will then desire to select one of more hybridomas that 
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produce an antibody that recognizes the activated 
vascular endothelium to a greater extent than it 
recognizes non-activated vascular endothelium. One goal 
is the identification of antibodies having virtually no 
5 binding affinity for normal endothelium. However, in 

contrast to the prior art, in the present invention this 
property is not critical. In any event, one will 
generally identify suitable antibody-producing hybridomas 
by screening using, e.g., an ELISA, RIA, IRMA, IIP, or 

10 similar immunoassay, against one or more types of tumor- 
activated endothelial cells. Once candidates have been 
identified, one will desire to test for the absence of 
reactivity for non-activated or "normal" endothelium or 
other normal tissue or cell type. In this manner, 

15 hybridomas producing antibodies having an undesirably 

high level of normal cross-reactivity for the particular 
application envisioned may be excluded. 



20 



(f) Anti-Endoglin Antibodies 



Using the technique described above, antibodies 
having relative specificity for tumor vascular 
endothelium have been prepared and isolated, 'in one 
particular example, HT29 carcinoma cells were employed to 

25 prepare the conditioned medium, which was then employed 
to stimulate HUVE cells in culture. The resultant HT29- 
activated HUVE cells were then employed as immunogens in 
the preparation of a hybridoma bank, which was ELISA- 
screened using HT29-activated HUVE cells and by 

3 0 immunohistologic analysis of sections of human tumors and 
normal tissues. From this bank, antibodies that 
recognized a tumor vascular endothelial cell antigen were 
selected. 

35 The MAbs termed tumor endothelial cell antibody 

4 and tumor endothelial cell antibody 11 (TEC4 and TEC11) 
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were obtained using the above method. The antigen 
recognized by TEC4 and TEC11 was ultimately determined to 
be the molecule endoglin. The epitopes on endoglin 
recognized by TEC4 and TEC11 are present on the cell 
5 surface of stimulated HUVE cells, and only minimally 

present (or immunologically accessible) on the surface of 
non- stimulated cells. MAbs have previously been raised 
against endoglin. However, analyzing the reactivity with 
HUVEC or TCM- activated HUVEC cell surface determinants by 
10 FACS or indirect immunofluorescence shows the epitopes 

recognized by TEC -4 and TEC- 11 to be distinct from those 
of a previous antibody termed 44G4 (Gougos & Letarte, 
1988) . 

15 Although any of the known ant i- endoglin antibodies 

(e.g., Gougos & Letarte, 1988; Gougos et al . , 1992; 
O'Connell et al., 1992; Biihring et al . , 1991) may be used 
in connection with the present invention, the TEC-4 and 
TEC- 11 mAbs are envisioned to be particularly suitable. 

20 This is because they label capillary and venular 

endothelial cells moderately to strongly in a broad range 
of solid tumors (and in several chronic inflammatory 
conditions and fetal placenta) , but display relatively 
weak staining of vessels in the majority of normal, 

25 healthy adult tissues. TEC-ll is particularly preferred 
as it shows virtually no reactivity with non -endothelial 
cells. Furthermore, both TEC-4 and TEC-ll are 
complement -fixing, which imparts to them the potential to 
also induce selective lysis of endothelial cells in the 

3 0 tumor vascular bed. 

Antibodies that are cross -reactive with the MAbs 
TEC-4 and TEC-ll, i.e., those that bind to endoglin at 
the same epitope as TEC-4 or TEC-ll, are also 
35 contemplated to be of use in this invention. The 

identification of an antibody or antibodies that bind to 
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endoglin at the same epitopes as TEC-4 or TEC- 11 is a 
fairly straightforward matter. This can be readily 
determined using any one of variety of immunological 
screening assays in which antibody competition can be 
5 assessed. For example, where the test antibodies to be 
examined are obtained from a different source to that of 
TEC-4 or TEC-11 , e.g., a rabbit, or are even of a 
different isotype, for example, IgGl or IgG3, a 
competition ELISA may be employed. In one such 

10 embodiment of a competition ELISA one would pre-mix TEC-4 
or TEC-11 with varying amounts of the test antibodies 
prior to applying to the antigen -coated wells in the 
ELISA plate. By using either anti-murine or anti-IgM 
secondary antibodies one will be able to detect only the 

15 bound TEC-4 or TEC-11 antibodies - the binding of which 
will be reduced by the presence of a test antibody that 
recognizes the same epitope as either TEC-4 or TEC-11. 

To conduct an antibody competition study between 
20 TEC-4 or TEC-11 and any test antibody, one may first 

label TEC-4 or TEC-11 with a detectable label, such as, 
e.g., biotin or an enzymatic or radioactive label, to 
enable subsequent identification. In these cases, one 
would incubate the labelled antibodies with the test 
25 antibodies to be examined at various ratios (e.g., 1:1, 

1:10 and 1:100) and, after a suitable period of time, one 
would then assay the reactivity of the labelled TEC-4 or 
TEC-11 antibodies and compare this with a control value 
in which no potentially competing antibody (test) was 
3 0 included in the incubation. 

The assay may be any one of a range of immunological 
assays based upon antibody binding and the TEC-4 or TEC- 
11 antibodies would be detected by means of detecting 
35 their label, e.g., using streptavidin in the case of 
biotinylated antibodies or by using a chromogenic 
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substrate in connection with an enzymatic label or by 
simply detecting the radiolabel . An antibody that binds 
to the same epitope as TEC-4 or TEC- 11 will be able to 
effectively compete for binding and thus will 
5 significantly reduce TEC-4 or TEC- 11 binding, as 

evidenced by a reduction in labelled antibody binding. 
In the present case, after mixing the labelled TEC-4 or 
TEC- 11 antibodies with the test antibodies, suitable 
assays to determine the remaining reactivity include, 

10 e.g., ELISAs, RIAs or western blots using human endoglin; 
immunoprecipitation of endoglin; ELISAs, RIAs or 
immunof luorescent staining of recombinant cells 
expressing human endoglin; indirect immunof luorescent 
staining of tumor vasculature endothelial cells; 

15 reactivity with HUVEC or TCM-activated HUVEC cell surface 
determinants indirect immunofluorescence and FACS 
analysis. This latter method is most preferred and was 
employed to show that the epitopes recognized by TEC-4 
and TEC- 11 are distinct from that of 44G4 (Gougos & 

20 Letarte, 1988) . 

The reactivity of the labelled TEC-4 or TEC-11 
antibodies in the absence of any test antibody is the 
control high value. The control low value is obtained by 

25 incubating the labelled antibodies with unlabelled 

antibodies of the same type, when competition would occur 
and reduce binding of the labelled antibodies. A 
significant reduction in labelled antibody reactivity in 
the presence of a test antibody is indicative of a test 

3 0 antibody that recognizes the same epitope, i.e., one that 
"cross -reacts" with the labelled antibody. A 
"significant reduction" in this aspect of the present 
application may be defined as a reproducible (i.e., 
consistently observed) reduction in binding of at least 

35 about 10%-50% at a ratio of about 1:1, or more 
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preferably, of equal to or greater than about 90% at a 
ratio of about 1:100. 

The use of "cross -reactivity assays", as described 
5 above in the context of TEC-4 and TEC- 11 antibodies, may 
be applied to any antibody for use in the present 
invention. Therefore, antibodies that bind to a 
component of a tumor cell, a component of tumor 
vasculature, a tumor cell -associated component, a tumor 

10 vasculature-associated component, a tumor extracellular 
matrix component, or to any cell type listed herein, at 
the same epitope as any of the antibodies listed herein, 
as determined by an antibody competition assay, will be 
an antibody that falls under the scope of this invention 

15 when combined with a coagulating agent to form a 
bispecific ligand. 

(g) Use of Vascular Endothelial Cell Binding 
Ligands 

20 

Biological ligands that are known to bind or 
interact with endothelial cell surface molecules, such as 
growth factor receptors, may also be employed as a 
targeting component. 

25 

The growth factors or ligands contemplated to be 
useful as targets in this sense include VEGF/VPF, FGF, 
TGF/2 , ligands that bind to a TIE, tumor- associated 
fibronectin isoforms, scatter factor, hepatocyte growth 
30 factor (HGF) , platelet factor 4 (PF4) , PDGF and TIMP. 

Particularly preferred targets are VEGF/VPF, the FGF 
family of proteins and TGF/3. Abraham et al. (1986) 
cloned FGF, which is therefore available as a recombinant 
35 protein. As reported by Ferrara et al . (1991), four 
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species of VEGF having 121, 165, 189, and 206 amino acids 
have been cloned. 

(h) Targeting of Bound Ligands 

5 

Antibodies or specific targeting ligands may also be 
directed to any component that binds to the surface of 
vascular endothelial cells in a disease site, such as a 
tumor. Such components are exemplified by tumor-derived 

10 ligands and antigens, such as growth factors, that bind 

to specific cell surface receptors already present on the 
endothelial cells, or to receptors that have been 
induced, or over-expressed, on such cells in response to 
the tumor environment. Tumor vasculature-associated 

15 targets may also be termed tumor-derived endothelial cell 
binding factors. 

A level of . specif icity required for successful 

disease targeting will be achieved partly because the 

♦ 

2 0 local endothelial cells will be induced to express, or 

reveal, receptors that are not present, or are under- 
expressed or masked, on normal endothelial cells. With 
tumors, further specificity will result due to the fact 
that endothelial cells in the tumor will capture the 
25 tumor-derived factors, and bind them to the cell surface, 
reducing the amount of ligand available for other 
tissues. When combined with the further dilution of the 
factor or ligand by distribution in the blood and tissue 
fluid pool, endothelial cells in normal tissues will be 

3 0 expected to bind relatively little of such factors. 

Thus, operationally, cell -surface bound ligands or 
factors will be able to used as a tumor endothelial cell 
marker . 

3 5 In addition to manufacture by the tumor cells 

themselves, tumor endothelial cell binding factors may 
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also originate from other cell types, such as macrophages 
and mast cells, that have infiltrated tumors, or may be 
elaborated by platelets that become activated within the 
tumor . 

5 

Further growth factors or ligands contemplated to be 
useful as tumor vasculature -associated targets include 
EGF, FGF, VEGF, TGF£, HGF (NaKamura, 1991) , angiotropin, 
TGF-a, TNF-ar, PD-ECGF and TIE binding ligands (Bicknell 
10 and Harris, 1992) . The currently preferred targets are 

VEGF/VPF, the FGF family of proteins, transforming growth 
factor-/? (TGF-/3) ; TGF-a; tumor necrosis factor-a (TNF-a) ; 
angiotropin; platelet -derived endothelial cell growth 
factor (PD-ECGF) ; TIE binding ligands; pleiotropin. 

15 

Another aspect of the present invention is the use 
of targeting antibodies, or binding regions therefrom, 
that are specific for epitopes present only on ligand- 
receptor complexes, which epitopes are absent from both 

20 the individual (free) ligand and the receptor in its 

unbound form. These antibodies recognize and bind to the 
unique conformation that results when a ligand, such as a 
growth factor, binds to its receptor, such as a growth 
factor receptor, to form a specifically bound complex. 

25 Such epitopes are not present on the uncomplexed forms of 
the ligands or receptors . 

The inventors contemplate that the ligand-receptor 
complexes to which these antibodies bind are present in 

30 significantly higher number on tumor-associated 
endothelial cells than on non-tumor associated 
endothelial cells. Such antibodies will therefore be 
useful as targeting agents and will serve to further 
increase the specificity of the bispecific coagulants of 

35 the invention. 
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(i) Receptor Constructs 

Soluble binding domains of endothelial cell surface 
receptors are also contemplated for use as targeting 
5 ligands in the present invention. This concept is 
generally based upon the well-known sandwich binding 
phenomena that has been exploited in a variety of 
in vitro and in vivo binding protocols. Basically, as 
the endothelial cells express specific receptors, the 
10 cells bind to and adsorb the corresponding ligands, the 
ligands are then available for binding to further 
receptor constructs should they be introduced into the 
system. 

A range of useful endothelial cell receptors has 
been identified in the foregoing sections, with VEGF/VPF, 
FGF, TGF/S, TIE-1 and TIE- 2 being particularly preferred 
targets . Each of these receptors could be manipulated to 
form a soluble binding domain for use as a targeting 
ligand. 

4. Disease-Associated Stromal Cell Targets 

(a) Extracellular Matrix/ Stromal Targets 

The usefulness of the basement membrane markers in 
tumoral pathology was described by Birembaut et al . 
(1985) . These studies showed that the distribution of 
basement membrane (BM) markers, type IV collagen, laminin 
(LM) , heparan sulphate proteoglycan (ESP) and f ibronectin 
(FN) were disrupted in tumoral pathology. Burtin et. al . 
(1983) also described alterations of the basement 
membrane and connective tissue antigens in human 
metastatic lymph nodes. 



15 



20 



25 



30 



35 
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A preferred target for use with the invention is 
RIBS. Ugarova et al . (1993) reported that conf ormational 
changes occur in fibrinogen and are elicited by its 
interaction with the platelet membrane glycoprotein 
5 GPIIb-IIIa. The binding of fibrinogen to membrane 

glycoprotein GPIIb-IIIa on activated platelets leads to 
platelet aggregation. This interaction results in 
conformational changes in fibrinogen as evidenced by the 
expression of receptor- induced binding sites, RIBS, 
10 epitopes which are expressed by the bound but not the 
free ligand. 



Two RIBS epitopes have been localized by Ugarova 
et al. (1993). One sequence resides at 7112-119 and is 

15 recognized by MAb 9F9; the second is the RGDF sequence at 
Aa 95-98 and is recognized by tnAb 155B16. These epitopes 
are also exposed by adsorption of fibrinogen onto a 
plastic surface and digestion of the molecule by plasmin. 
Proteolytic exposure of the epitopes coincides with 

20 cleavage of the carboxyl- terminal aspects of the Aa- 

chains to form fragment X 2 . The inaccessibility of the 
RGDF sequence at Aa 95-98 in fibrinogen suggests that 
this sequence does not participate in the initial binding 
of the molecule to GPIIb-IIIa. 

25 

Binding of fibrinogen to its receptor alters the 
conformation of the carboxyl -terminal aspects of the Aa- 
chains, exposing the sequences which reside in the 
coiled-coil connector segments between the D and E 
30 domains of the molecule, generating the RIBS epitopes. 
In practical terms, the RIBS sequences are proposed as 
epitopes for use in targeting with a coaguligand. The 
MAbs 9F9 and 155B16 may thus be advantageously used, as 
may the antibodies described by Zamarron et al. (1991). 

35 
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(b) Additional Cellular Targets 

The present invention has the further advantage that 
it may be used to direct coagulants to disease-associated 
5 vasculature by targeting them to cell types found within 
the disease region. 

Platelets participate in hemostasis and thrombosis 
by adhering to injured blood vessel walls and 

10 accumulating at the site of injury. Although platelet 

deposition at sites of blood vessel injury is responsible 
for the primary arrest of bleeding under physiologic 
conditions, it can lead to vascular occlusion with 
ensuing ischemic tissue damage and thrombus embolization 

15 under pathologic conditions. 

Interactions of platelets with their environment and 
with each other represent complex processes that are 
initiated at the cell surface. The surface membrane, 
20 therefore, provides a reactive interface between the 

external medium, including components of the blood vessel 
wall and plasma, and the platelet interior. 

p-155, a multimeric platelet protein that is 
25 expressed on activated platelets (Hayward et al., 1991), 
may be targeted using the invention. Platelets respond 
to a large number of stimuli by undergoing complex 
biochemical and morphological changes. These changes are 
involved in physiological processes including adhesion, 
30 aggregation, and coagulation. Platelet activation 

produces membrane alterations that can be recognized by 
monoclonal antibodies. The monoclonal antibody JS-1 
(Hayward et al., 1991) is one such antibody contemplated 
for use as part of a coaguligand. 

"35 
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Ligand- induced binding sites (LIBS) are sites 
expressed on cell surface receptors only after ligand 
binding causes the receptor to change shape, mediate 
subsequent biological events. These may be seen as 
counterparts to RIBS and are also preferred targets for 
use with the present invention. 

13 anti-LIBS antibodies have been developed by 
Frelinger et. al . (1990/ 1991) , any one of which may be 
used to deliver a coagulant to a disease or tumor site in 
accordance herewith. The murine monoclonal antiplatelet 
antibodies MA-TSPI-1 (directed against human 
thrombospondin) and MA-PMI-2, MA-PMI-1, and MA- LIBS -1 
(directed against LIBS on human platelet glycoprotein 
Ilb/Illa) of Dewerchin et al. (1991) may also be used, as 
may RUU 2.41 and LIBS-1 of Heynen et al. (1994); 0P-G2 of 
Tomiyama et al. (1992); and Ab-15. 

Many other targets, such as antigens on smooth 
muscle cells, pericytes, fibroblasts, macrophages and 
infiltrating lymphocytes and leukocytes may also be used. 

B« Coagulating Agents 

The second arm or element of the bispecific agents 
of the invention will be a component that is capable of 
promoting coagulation. "Coagulation promoting agents" 
may be coagulation factors, factors that indirectly 
stimulate coagulation, or they may be in the form of a 
second binding region that is capable of binding and 
releasing a coagulation factor or factor that indirectly 
stimulates coagulation. 



10 



15 
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1. Coagulation Factors 

A variety of coagulation factors may be used in 
connection with the present invention, as exemplified by 
5 the agents set forth below. Where a coagulation factor 
is covalently linked to a first binding agent, a site 
distinct from its functional coagulating site is used to 
join the molecules. Appropriate joining regions distinct 
from the active sites, or functional regions, of the 
10 coagulation factors are also described in each of the 
following sections . 



(a) Tissue Factor 



15 Tissue factor (TF) is one agent capable of 

initiating blood coagulation. TF is the activator of the 
extrinsic pathway of blood coagulation and is not in 
direct contact with the blood under physiologically 
normal conditions (Osterud et al., 1986; Nemerson, 1988; 

20 Broze, 1992; Ruf & Edington, 1994). In vascular damage 

or activation by certain cytokines or endotoxin, however, 
TF will be exposed to the blood, either by the 
(sub) endothelial cells (Weiss et al., 1989) or by certain 
blood cells (Warr et al., 1990). TF will then complex 

25 with factor Vila, which under normal conditions 

circulates at low concentrations in the blood (Wildgoose 
et al., 1992), and the TF/factor Vila complex will start 
the coagulation cascade through the activation of factor 
X into factor Xa. The cascade will ultimately result in 

3 0 the formation of fibrin. 

For this sequence of events to occur, the TF:VIIa 
complex has to be associated with a phospholipid surface 
upon which the coagulation-initiation complexes with 
35 factors IX or X can assemble (Ruf et al . , 19.91; Paborsky 
et al., 1991; Bach et al., 1986). For this reason, 
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truncated TF (or tTF) , from which the transmembrane and 
cytoplasmic regions have been removed by truncating the 
gene, is a soluble protein having one hundred- thousandth 
of the factor X-activating activity of native TF (Ruf 
5 et al. , 1991) . 

(b) Clotting Factors 

Thrombin, Factor V/Va and derivatives, Factor 
10 VHI/VIIIa and derivatives, Factor IX/IXa and 

derivatives, Factor X/Xa and derivatives, Factor Xl/XIa 
and derivatives, Factor XH/XIIa and derivatives, Factor 
XHI/XIIIa and derivatives, Factor X activator and Factor 
V activator may also be used in the present invention. 

15 

(c) Venom Coagulants 

Russell' 3 viper venom was shown to contain a 
coagulant protein by Williams and Esnouf in 1962. Kisiel 

2 0 (1979) isolated a venom glycoprotein that activates 

Factor V; and Di Scipio et al . (1977) showed that a 
protease from the venom activates human Factor X. The 
Factor X activator is the component contemplated for use 
in this invention. 

25 

Monoclonal antibodies specific for the Factor X 
activator present in Russell's viper venom have also been 
produced (e.g., MP1 of Pukrittayakamee et al . , 1983), and 
could be used to deliver the agent to a specific target 

3 0 site within the body. 

(d) Prostaglandins and Synthetic Enzymes 

Thromboxane A 2 is formed from endoperoxides by the 
3 5 sequential actions of the enzymes cyclooxygenase and 
thromboxane synthetase in platelet microsomes. 
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Thromboxane A 2 is readily generated by platelets and is a 
potent vasoconstrictor, by virtue of its capacity to 
produce platelet aggregation (Whittle et aL, 1981). 

5 Both thromboxane A 2 and active analogues thereof are 

contemplated for use in the present invention. A 
synthetic protocol for generating thromboxane A 2 is 
described by Bhagwat et al . (1985). The thromboxane A 2 
analogues described by Ohuchida et. al . (19 81) 

0 (especially compound 2) are particularly contemplated for 
use herewith. 



It is possible that thromboxane synthase, and other 
enzymes that synthesize platelet -activating 
15 prostaglandins, may also be used as "coagulants" in the 
present context. Shen and Tai (1986a;b) describe 
monoclonal antibodies to, and immunoaf f inity purification 
of, thromboxane synthase; and Wang et. al. (1991) report 
the cDNA for human thromboxane synthase. 



20 



(e) Inhibitors of Fibrinolysis 



a2-antiplasmin, or Qf2-plasmin inhibitor, is a 
proteinase inhibitor naturally present in human plasma 
25 that functions to efficiently inhibit the lysis of fibrin 
clots induced by plasminogen activator (Moroi & Aoki, 
1976) . a2-antiplasmin is a particularly potent 
inhibitor, and is contemplated for use in the present 
invention. 

30 

a2-antiplasmin may be purified as first described by 
Moroi and Aoki (1976) . Other purification schemes are 
also available, such as using affinity chromatography on 
plasminogen- Sepharose, ion-exchange chromatography on 
3 5 DEAE-Sephadex and chromatography on Concanavalin-A- 
Sepharose; or using affinity chromatography on a 
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Sepharose column bearing an elastase-digested plasminogen 
formulation containing the three J^- terminal triple- loop 
structures in the plasmin A-chain (LBSI) , followed by gel 
filtration (Wiman & Collen, 1977; Wiman, 1980, 
5 respectively) . 

As the cDNA sequence for a2-antiplasmin is available 
(Tone et al . , 1977), a preferred method for 
a2-antiplasmin production will be via recombinant 
10 expression. 

Monoclonal antibodies against a2-antiplasmin are 
also available that may be used in the bispecific binding 
ligand embodiments of the invention. For example, Hattey 

15 et al. (1987) described two MAbs against a2-antiplasmin, 
MPW2AP and MPW3AP. As each of these MAbs were reported 
to react equally well with native o?2-antiplasmin / they 
could both be used to deliver exogenous a2-antiplasmin to 
a target site or to garner endogenous or2-antiplasmin and 

20 concentrate it within the targeted region. Other 

antibodies, such as JTPI-2, described by Mimuro and 
colleagues, could also be used. 

2. Agents that Bind Coagulation Factors 

25 

Another group of bispecific coagulating ligands of 
this invention are those in which the targeting region is 
not directly linked to a coagulation factor, but is 
linked to a second binding region that binds to a 
30 coagulating factor. 

Where a second binding region is used to bind and 
deliver a coagulation factor, the binding region is 
chosen so that it recognizes a site on the coagulation 
35 factor that does not significantly impair its ability to 
induce coagulation. The regions of the coagulation 
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factors suitable for binding in this manner will 
generally be the same as those regions that are suitable 
for covalent linking to the targeting region, as 
described in the previous sections. 

5 

However, in that bispecific ligands of this class 
may be expected to release the coagulation factor 
following delivery to the tumor site or region, there is 
more flexibility allowed in the regions of the 
10 coagulation factor suitable for binding to a second 

binding agent or antibody. Another advantage is that 
bispecific antibodies can be pre-localized before 
infusion of tTF which may reduce the amount of tTf 
required and hence toxicity. 

15 

Suitable second binding regions for use in this 
manner, will generally be antigen combining sites of 
antibodies that have binding specificity for the 
coagulation factor, including functional portions of 
20 antibodies, such as scFv, Fv, Fab', Fab and F(ab') 2 
fragments . 

Bispecific binding ligands that contain antibodies, 
or fragments thereof, directed against Tissue Factor, 
25 Thrombin, Prekallikein, Factor V/Va, Factor VHI/VIIIa, 
Factor IX/IXa, Factor X/Xa, Factor Xl/XIa, Factor 
Xll/XIIa, Factor XHI/XIIIa, Russell's viper venom, 
thromboxane A 2 or a2-antiplasmin are exemplary 
embodiments of this aspect of the invention. 

30 

C. Linkage Means 

The first, targeting region and second, coagulating 
region will be operatively linked to allow each region to 
35 perform its intended function without significant 

impairment. Thus, the targeting region is capable of 
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binding to the intended target, as selected from the 
range of tumor environment targets, and the coagulating 
region is capable of directly or indirectly, e.g., 
through the release of a bound factor, promoting blood 
5 coagulation or clotting. 

To assess the targeting region binding function, all 
that is required is to conduct a binding assay to ensure 
that the bispecific ligand still binds to the targeted 

10 component in substantially the same manner as the 

uncomplexed first binding region. The suitable binding 
assays are of the type usually seen in immunological 
binding assays, where the first targeting region is an 
antibody, and/or other biochemical binding assays, e.g., 

15 those using 125 Iodine labeled proteins or other 

radiolabeled components, as used to assess ligand- 
receptor binding, to generate Scatchard plots, and the 
like . 



20 The target antigen or component in such assays may 

be provided in many forms, including proteins purified 
from natural or recombinant sources, membrane enriched 
preparations, intact cells and tissue sections. 
Generally, where protein compositions are used, they will 

25 immobilized on a solid support, such as a microtitre 
plate, a membrane, or even on a column matrix. It is 
also generally preferred to use a target composition that 
reflects the physiological target, therefore as the 
target will usually be cell -associated, the use of 

30 compositions that include intact cells, including tissues 
and the cells themselves, is also preferred. 

The various immunological assays available to 
confirm the functional binding of a bispecific complex 
3 5 include, e.g., Western blots, ELISAs, ELISAs using fixed 
cells, immunohistochemistry, and fluorescent activated 
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10 



cell sorting (FACS) . The execution of all such assays is 
generally known to those of skill in the art, and is 
further disclosed herein. 

Assessing the targeting region binding function of a 
bispecific compound in any of the above or other binding 
assays is a straightforward matter, where the bispecific 
ligand and the uncomplexed first binding region will most 
usually be run in a parallel assay, under the same 
conditions, to enable ready comparison. Effective 
bispecific ligands will bind to the target without 
significant impairment, i.e., in substantially the same 
manner as the uncomplexed first binding region. Taking 
the uncomplexed binding region assay result as the 100% 
15 reference value, "substantial binding" of the bispecific 
ligand, as used herein, means that the bispecific ligand 
exhibits at least about 50% binding, and more preferably, 
between about 50% and about 80% binding, and most 
preferably, between about 80% and about 100% binding. 

20 

Where the bispecific ligand includes a second 
binding region that binds to a coagulant, e.g., it is a 
bispecific antibody, further useful assays are those of 
the type that allow the binding functions of both arms of 

25 the bispecific ligand to be assessed at the same time. 
For example, this may be achieved by assessing the 
binding of a radiolabeled coagulant to a target cell via 
bridging with the bispecific ligand or antibody. Such an 
assay is exemplified by the binding of tTF to target 

30 cells using the B21-2/10H10 bispecific antibody, as 
described in Example II. 

Determining the coagulating agent function of the 
bispecific ligand is also a straightforward matter. All 
35 that is required here is to conduct a coagulation assay 
using the bispecific ligand and ensure that it functions 
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to promote coagulation in substantially the same manner 
as the uncomplexed coagulating agent. This is true for 
"coagulating agents" that are both coagulation factors 
themselves and those that are second binding regions that 
5 bind to a coagulation factor. Naturally, in the latter 
case, in an in vitro or ex vivo assay, the bispecific 
ligand will be precomplexed with the coagulation factor 
to allow binding to the second binding region. 

10 One suitable coagulation assay is that in which the 

bispecific ligands, pre-complexed with coagulant if 
necessary, are admixed with a plasma sample. The 
appearance of fibrin strands is indicative of coagulation 
in this assay. Effective bispecific ligands would thus 

15 be expected to reduce the time taken for fibrin strands 
to appear, and particularly, to significantly reduce the 
elapsed time in comparison to control levels. 

A variation of the above assay involves first 
20 exposing appropriate target cells to the bispecific 
ligand under conditions effective, and for a time 
sufficient, to allow binding, washing the cells to remove 
non- specif ically bound components and then resuspending 
the washed cells in plasma. Only cells effectively 
25 coated with the bispecific ligand would be expected to 

reduce the time taken for fibrin strands to appear in the 
assay. This type of assay is preferred in that it is, in 
itself, an assay that assesses both of the functions of 
the bispecific construct, i.e., initial targeting to the 
3 0 cell and subsequent localized coagulation. 

To compare the coagulating function of a bispecific 
compound to that of an uncomplexed coagulating agent, 
parallel assays may again be conducted. Effective 
35 bispecific ligands will function to promote coagulation 
without significant impairment, i.e., will function in 
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substantially the same manner as the uncomplexed 
coagulating agent. Taking the uncomplexed coagulant 
assay result as the 10 0% reference value, "substantial 
function", as used herein, means that the bispecific 
5 ligand exhibits at least about 50% coagulation, and more 
preferably, between about 50% and about 80% coagulation, 
and most preferably, between about 80% and about 100% 
coagulation. 

10 The two functional regions of the bispecific ligands 

may be joined using synthetic chemistry techniques or 
recombinant DNA techniques. Each of these techniques are 
routinely employed and well known to those of skill in 
the art, and are further exemplified in Example I and by 

15 the details set forth below, 

1. Biochemical Cross-linkers 

The joining of an antibody, or other targeting 
20 component, to a coagulating agent will generally employ 
the same technology as developed for the preparation of 
immunotoxins . However, considerable advantages are 
apparent in the present technology, as the consequences 
of a certain amount of uncomplexed coagulating agent 
25 becoming available physiologically are not contemplated 
to be particularly severe. Thus, the stability 
requirements for any cross-linkers are not so stringent 
as for linkers employed in other constructs, such as 
immunotoxins. Therefore, it can be considered as a 
30 general guideline that any biochemical crosslinker that 
is appropriate for use in an immunotoxin will also be of 
use in the present context, and additional linkers may 
also be considered. 

35 In addition to toxins, a variety of other 

chemotherapeutic and pharmacological agents have been 
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linked to antibodies to form conjugates that have been 
shown to function pharmacologically (see, e.g., Vaickus 
et al., 1991). Exemplary antineoplastic agents that have 
been investigated include doxorubicin, daunomycin, 
5 methotrexate and vinblastine, amongst others (Dillman 
et al., 1988; Pietersz et al . , 1988). Moreover, the 
attachment of other agents such as neocarzinostatin 
(Kimura et al . , 1983), macromycin (Manabe et al., 1984), 
trenimon (Ghose, 1982) and a-amanitin (Davis & Preston, 
10 1981) has been described. The linking technology 

described in each of the foregoing scientific papers is 
also contemplated for use in connection with the present 
invention. 



15 Cross -linking reagents are used to form molecular 

bridges that tie together functional groups of two 
different molecules, e.g., a binding and coagulating 
agent. To link two different proteins in a step-wise 
manner, heterobifunctional cross-linkers can be used that 

20 eliminate unwanted homopolymer formation (Table VI) . 
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An exemplary heterobifunctional cross -linker 
contains two reactive groups: one reacting with primary 
amine group (e.g., N-hydroxy succinimide) and the other 
reacting with a thiol group (e.g., pyridyl disulfide, 
5 maleimides, halogens, etc.). Through the primary amine 
reactive group, the cross-linker may react with the 
lysine residue (s) of one protein (e.g., the selected 
antibody or fragment) and through the thiol reactive 
group, the cross-linker, already tied up to the first 
10 protein, reacts with the cysteine residue (free 

sulfhydryl group) of the other protein (e.g., the 
coagulant) . 

It can therefore be seen that the preferred 
15 coagulants or coagulant binding regions will generally 
have, or be derivatized to have, a functional group 
available for cross-linking purposes. This requirement 
is not considered to be limiting in that a wide variety 
of groups can be used in this manner. For example, 
20 primary or secondary amine groups, hydrazide or hydrazine 
groups, carboxyl alcohol, phosphate, or alkylating groups 
may be used for binding or cross -linking. For a general 
overview of linking technology, one may wish to refer to 
Ghose & Blair (1987) . 

25 

The spacer arm between the two reactive groups of a 
cross -linkers may have various length and chemical 
compositions. A longer spacer arm allows a better flexi- 
bility of the conjugate components while some particular 

3 0 components in the bridge (e.g., benzene group) may lend 
extra stability to the reactive group or an increased 
resistance of the chemical link to the action of various 
aspects (e.g., disulfide bond resistant to reducing 
agents) . The use of peptide spacers, such as 

35 L-Leu-L-Ala-L-Leu-L-Ala, is also contemplated. 
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It is preferred that a cross -linker having 
reasonable stability in blood will be employed. Numerous 
types of disulfide -bond containing linkers are known that 
can be successfully employed to conjugate targeting and 
5 coagulating agents. Linkers that contain a disulfide 
bond that is sterically hindered may prove to give 
greater stability in vivo, preventing release of the 
coagulant prior to binding at the site of action. These 
linkers are thus one preferred group of linking agents. 

10 

One of the most preferred cross -linking reagents for 
use in immunotoxins is SMPT, which is a bifunctional 
cross- linker containing a disulfide bond that is 
"sterically hindered" by an adjacent benzene ring and 

15 methyl groups. It is believed that stearic hindrance of 
the disulfide bond serves a function of protecting the 
bond from attack by thiolate anions such as glutathione 
which can be present in tissues and blood, and thereby 
help in preventing decoupling of the conjugate prior to 

20 the delivery of the attached agent to the tumor site. It 
is contemplated that the SMPT agent may also be used in 
connection with the bispecific coagulating ligands of 
this invention. 

25 The SMPT cross-linking reagent, as with many other 

known cross-linking reagents, lends the ability to cross- 
link functional groups such as the SH of cysteine or 
primary amines (e.g., the epsilon amino group of lysine) . 
Another possible type of cross -linker includes the 
3 0 heterobifunctional photoreactive phenylazides containing 
a cleavable disulfide bond such as sulf osuccinimidyl-2- 
(p-azido salicylamido) ethyl-1, 3 ' -dithiopropionate . The 
N- hydroxy- succinimidyl group reacts with primary amino 
groups and the phenylazide (upon photolysis) reacts non- 
35 selectively with any amino acid residue. 
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In addition to hindered cross -linkers, non-hindered 
linkers can also be employed in accordance herewith. 
Other useful cross -linkers, not considered to contain or 
generate a protected disulfide, include SATA, SPDP and 2- 
5 iminothiolane (Wawrzynczak & Thorpe, 1987) . The use of 
such cross-linkers is well understood in the art. 

Once conjugated, the bispecific agent will generally 
be purified to separate the conjugate from unconjugated 

10 targeting agents or coagulants and from other 

contaminants. It is important to remove unconjugated 
targeting agent to avoid the possibility of competition 
for the antigen between conjugated and unconjugated 
species. A large a number of purification techniques are 

15 available for use in providing conjugates of a sufficient 
degree of purity to render them clinically useful. 
Purification methods based upon size separation, such as 
gel filtration, gel permeation or high performance liquid 
chromatography, will generally be of most use. Other 

20 chromatographic techniques, such as Blue-Sepharose 
separation, may also be used. 

2. Recombinant Fusion Proteins 

25 The bispecific targeted coagulants of the invention 

may also be fusion proteins prepared by molecular 
biological techniques. The use of recombinant DNA 
techniques to achieve such ends is now standard practice 
to those of skill in the art. These methods include, for 

3 0 example, in vitro recombinant DNA techniques, synthetic 
techniques and in vivo recombination/genetic 
recombination. DNA and RNA synthesis may, additionally, 
be performed using an automated synthesizers (see, for 
example, the techniques described in Sambrook et al . , 

35 1989; and Ausubel et al . , 1989). 
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In general, to prepare a fusion a protein one would 
join a DNA coding region, such as a gene or cDNA, 
encoding a binding ligand or other targeting region to a 
DNA coding region (i.e., gene or cDNA) encoding a 
5 coagulation factor or coagulant binding region. This 
typically involves preparing an expression vector that 
comprises, in the same reading frame, a first DNA segment 
encoding the first binding region operatively linked to a 
second DNA segment encoding the coagulation factor. The 

10 sequences are attached in a manner such that translation 
of the total nucleic acid yields the desired bispecific 
compounds of the invention. Expression vectors contain 
one or more promoters upstream of the inserted DNA 
regions that act to promote transcription of the DNA and 

15 to thus promote expression of the encoded recombinant 
protein. This is the meaning of "recombinant 
expression" . 

Should a particular binding region or coagulant be 

20 preferred, and the encoding DNA not instantly available, 
it may be obtained using the techniques of "molecular 
cloning" in which a DNA molecule encoding the desired 
protein is obtained from a DNA library (e.g., a cDNA or 
genomic library) . In such procedures, an appropriate DNA 

25 library is screened, e.g., using an expression screening 
protocol employing antibodies directed against the 
protein, or activity assays. Alternatively, screening 
may be based on the hybridization of oligonucleotide 
probes, designed from a consideration of portions of the 

3 0 amino acid sequence of the protein, or from the DNA 
sequences of genes encoding related proteins. The 
operation of such screening protocols are well known to 
those of skill in the art and are described in detail in 
the scientific literature, for example, in Sambrook 

35 et al. (1989) . 
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When produced via recombinant DNA techniques, the 
targeting agent /coagulating agent compounds of the 
invention are referred to as "fusion proteins". It is to 
be understood that such fusion proteins contain, at 
5 least, a targeting agent and a coagulating agent as 
defined in this invention, and that the agents are 
operatively attached. The fusion proteins may also 
include additional peptide sequences, such as peptide 
spacers which operatively attach the targeting agent and 
10 coagulating agent compounds, as long as such additional 
sequences do not appreciably affect the targeting or 
coagulating activities of the resultant fusion protein. 

It will be understood that the recombinant 
15 bispecific protein ligands may differ from those 

bispecific constructs generated by chemically cross- 
linking the so-called naturally-produced proteins. In 
particular, the degree of post-translational 
modifications, such as, for example, glycosylation and 
20 phosphorylation may be different between recombinant 

fusions and chemical fusions of the same two proteins. 
This is not contemplated to be a significant problem, 
however, those of skill in the art will know to confirm 
that a recombinant fusion protein functions as intended, 
25 and expected from other data, before use in a clinical 
setting. 



One advantage of recombinant expression is that the 
linking regions can be readily manipulated so that, e.g., 
their length and/or amino acid composition is readily 
variable. Non-cleavable peptide spacers may be provided 
to operatively attach the two agents of the invention, if 
desired. Equally, peptides with unique cleavage sites 
could be inserted between the two components. 
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If desired in a specific instance, it is possible to 
provide a peptide spacer operatively attaching the 
targeting agent and coagulating agent which is capable of 
folding into a disulfide -bonded loop structure. 
5 Proteolytic cleavage within the loop would then yield a 
heterodimeric polypeptide wherein the targeting agent and 
the coagulating agent are linked by only a single 
disulfide bond (see, for example, Lord et al . , 1992). 

10 Many standard techniques are available to construct 

expression vectors containing the appropriate nucleic 
acids and transcriptional/ translational control 
sequences in order to achieve protein expression in a 
variety of host -express ion systems. The cell types 

15 available for expression include, but are not limited to, 
microorganisms such as bacteria (e.g., E. coli, 
B. subtilis) transformed with recombinant bacteriophage 
DNA, plasmid DNA or cosmid DNA expression vectors 
containing targeting agent /coagulant coding sequences; 

20 yeast (e.g., Saccharomyces , Pichia) transformed with 

recombinant yeast expression vectors containing targeting 
agent/coagulating agent coding sequences; insect cell 
systems infected with recombinant virus expression 
vectors (e.g., baculovirus) containing the targeting 

25 agent/coagulating agent coding sequences; plant cell 
systems infected with recombinant virus expression 
vectors (e.g., cauliflower mosaic virus, CaMV; tobacco 
mosaic virus, TMV) or transformed with recombinant 
plasmid expression vectors (e.g., Ti plasmid) containing 

30 the targeting agent /coagulant coding sequence; and 

mammalian cell systems (e.g., COS, CHO, BHK, 293, 3T3) 
harboring recombinant expression constructs containing 
promoters derived from the genome of mammalian cells 
(e.g., metallothionein promoter) or from mammalian 

35 viruses (e.g., the adenovirus late promoter; the vaccinia 
virus 7 . 5K promoter) . 
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In bacterial systems a number of expression vectors 
may be advantageously selected depending upon the use 
intended for the targeting agent /coagulating agent 
construct being expressed. For example, when large 
5 quantities of bispecific agent are to be produced, 
vectors that direct the expression of high levels of 
fusion protein products that are readily purified may be 
desirable. Such vectors include, but are not limited to, 
the E . coll expression vector pUR278 (Ruther et al., 

10 1983) , in which the targeting agent /coagulating agent 
coding sequence may be ligated individually into the 
vector in frame with the lac Z coding region so that a 
fusion protein additionally containing a portion of the 
lac Z product is provided; pIN vectors (Inouye et al., 

15 1985; Van Heeke et al., 1989); and the like. pGEX 

vectors may also be used to express foreign polypeptides, 
such as the targeting agent /coagulating agent 
combinations as fusion proteins additionally containing 
glutathione S -transferase (GST) . In general, such fusion 

20 proteins are soluble and can easily be purified from 

lysed cells by adsorption to glutathione -agarose beads 
followed by elution in the presence of free glutathione. 
The pGEX vectors are designed to include thrombin or 
factor Xa protease cleavage sites so that the binding 

25 agent /coagulant protein of the overall fusion protein can 
be released from the GST moiety. 

In a useful insect system, Autograph californlca 
nuclear polyhidrosis virus (AcNPV) is used as a vector to 

30 express foreign genes. The virus grows in Spodoptera 

fruglperda cells. The targeting agent/coagulating agent 
coding sequences may be cloned into non-essential regions 
(for example the polyhedrin gene) of the virus and placed 
under control of an AcNPV promoter (for example the 

35 polyhedrin promoter) . Successful insertion of the 
bispecific ligand coding sequences will result in 
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inactivation of the polyhedrin gene and production of 
non-occluded recombinant virus (i.e., virus lacking the 
proteinaceous coat coded for by the polyhedrin gene) . 
These recombinant viruses are then used to infect 
5 Spodoptera frugiperda cells in which the inserted gene is 
expressed (e.g., see Smith et al., 1983; *U.S. Patent No. 
4, 215, 051, Smith) . 

In mammalian host cells, a number of viral based 
10 expression systems may be utilized. In cases where an 

adenovirus is used as an expression vector, the targeting 
agent/coagulating agent coding sequences may be ligated 
to an adenovirus transcription/ translation control 
complex, e.g., the late promoter and tripartite leader 
15 sequence. This chimeric gene may then be inserted in the 
adenovirus genome by in vitro or in vivo recombination. 
Insertion in a non-essential region of the viral genome 
(e.g., region El or E3) will result in a recombinant 
virus that is viable and capable of expressing bispecific 
20 proteins in infected hosts (e.g., see Logan et al., 
1984) . 

Specific initiation signals may also be required for 
efficient translation of inserted targeting 

25 agent/coagulating agent coding sequences. These signals 
include the ATG initiation codon and adjacent sequences. 
Exogenous translational control signals, including the 
ATG initiation codon, may additionally need to be 
provided. One of ordinary skill in the art would readily 

30 be capable of determining this and providing the 

necessary signals. It is well known that the initiation 
codon must be in phase (or in- frame) with the reading 
frame of the desired coding sequence to ensure 
translation of the entire insert. These exogenous 

35 translational control signals and initiation codons can 
be of a variety of origins, both natural and synthetic. 
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The efficiency of expression may be enhanced by the 
inclusion of appropriate transcription enhancer elements, 
transcription terminators, etc. (see Bittner et a2. r 
1987) . 

5 

In addition, a host cell strain may be chosen which 
modulates the expression of the inserted sequences, or 
modifies and processes the gene product in the specific 
fashion desired. Such modifications (e.g., 

10 glycosylation) and processing (e.g., cleavage) of protein 
products may be important for the function of the 
protein. Different host cells have characteristic and 
specific mechanisms for the post-translational processing 
and modification of proteins. Appropriate cells lines or 

15 host systems can be chosen to ensure the correct 

modification and processing of the foreign protein 
expressed. To this end, eukaryotic host cells which 
possess the cellular machinery for proper processing of 
the primary transcript, glycosylation, and 

20 phosphorylation of the gene product may be used. Such 
mammalian host cells include, but are not limited to, 
CHO, VERO, BHK, HeLa, COS, MDCK, 293, 3T3, WI38, etc. 

For long-term, high-yield production of recombinant 
2 5 proteins, stable expression is preferred. For example, 
cell lines that stably express constructs encoding the 
targeting agent /coagulant ligands may be engineered. 
Rather than using expression vectors that contain viral 
origins of replication, host cells can be transformed 
30 with targeting agent /coagulant DNA controlled by 

appropriate expression control elements (e.g., promoter, 
enhancer, sequences, transcription terminators, 
polyadenylation sites, etc.), and a selectable marker. 
Following the introduction of foreign DNA, engineered 
35 cells may be allowed to grow for 1-2 days in an enriched 
media, and then are switched to a selective media. The 
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selectable marker in the recombinant plasmici confers 
resistance to the selection and allows cells to stably 
integrate the plasmid into their chromosomes and grow to 
form foci which in turn can be cloned and expanded into 
5 cell lines . 

A number of selection systems may be used, 
including, but not limited, to the herpes simplex virus 
thymidine kinase (Wigler et al . , 1977), hypoxanthine- 

10 guanine phosphoribosyltransf erase (Szybalska et al., 

1962), and adenine phosphoribosyltransf erase genes {Lowy 
et al., 1980) can be employed in tk-, hgprt- or aprt- 
cells, respectively. Also, antimetabolite resistance can 
be used as the basis of selection for dhfr, which confers 

15 resistance to methotrexate (Wigler et al . , 1980; O'Hare 
et al., 1981); gpt, which confers resistance to 
mycophenolic acid (Mulligan et al . , 1981); neo, which 
confers resistance to the aminoglycoside G-418 (Colberre- 
Garapin et al . , 1981); and hygro, which confers 

20 resistance to hygromycin (Santerre et al., 1984). 

D . Antibodies 

Where antibodies are used as one or both portions of 
25 the bispecific ligand, the choice of antibody will 

generally be dependent on the type tumor and coagulating 
ligand chosen. However, certain advantages may be 
achieved through the application of particular types of 
antibodies. For example, while IgG based antibodies may 
30 be expected to exhibit better binding capability and 

slower blood clearance than their Fab' counterparts, Fab' 
fragment -based compositions will generally exhibit better 
tissue penetrating capability. 
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1. Monoclonal Antibodies 

Means for preparing and characterizing antibodies 
are well known in the art (See, e.g., * Antibodies : A 
5 Laboratory Manual, Cold Spring Harbor Laboratory, 1988). 

The methods for generating monoclonal antibodies 
(MAbs) generally begin along the same lines as those for 
preparing polyclonal antibodies. Briefly, a polyclonal 

10 antibody is prepared by immunizing an animal with an 

immunogenic composition in accordance with the present 
invention, either with or without prior immunotolerizing, 
depending on the antigen composition and protocol being 
employed (e.g., tolerizing to a normal cell population 

15 and then immunizing with a tumor cell population) , and 
collecting antisera from that immunized animal. A wide 
range of animal species can be used for the production of 
antisera. Typically the animal used for production of 
anti -antisera is a rabbit, a mouse, a rat, a hamster, a 

20 guinea pig or a goat. Because of the relatively large 
blood volume of rabbits, a rabbit is a preferred choice 
for production of polyclonal antibodies. 

As is well known in the art, a given composition may 
25 vary in its immunogenicity . It is often necessary 

therefore to boost the host immune system, as may be 
achieved by coupling a peptide or polypeptide immunogen 
to a carrier. Exemplary and preferred carriers are 
keyhole limpet hemocyanin (KLH) and bovine serum albumin 
3 0 (BSA) . Other albumins such as ovalbumin, mouse serum 
albumin or rabbit serum albumin can also be used as 
carriers. Means for conjugating a polypeptide to a 
carrier protein are well known in the art and include 
glutaraldehyde, m-maleimidobencoyl-N-hydroxysuccinimide 
35 ester, carbodiimyde and bis-biazotized benzidine. 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PCT/US95/07439 



- 120 - 

As is also well known in the art, the immunogenicity 
of a particular immunogen composition can be enhanced by 
the use of non-specific stimulators of the immune 
response, known as adjuvants. Exemplary and preferred 
5 adjuvants include complete Freund's adjuvant (a non- 
specific stimulator of the immune response containing 
killed Mycobacterium tuberculosis) , incomplete Freund's 
adjuvants and aluminum hydroxide adjuvant. 

10 The amount of immunogen composition used in the 

production of polyclonal antibodies varies upon the 
nature of the immunogen as well as the animal used for 
immunization. A variety of routes can be used to 
administer the immunogen (subcutaneous, intramuscular, 

15 intradermal, intravenous and intraperitoneal) . The 

production of polyclonal antibodies may be monitored by 
sampling blood of the immunized animal at various points 
following immunization. A second, booster injection, may 
also be given. The process of boosting and titering is 

2 0 repeated until a suitable titer is achieved. When a 

desired titer level is obtained, the immunized animal can 
be bled and the serum isolated and stored, and/or the 
animal can be used to generate MAbs. 

25 MAbs may be readily prepared through use of well- 

known techniques, such as those exemplified in *U.S. 
Patent 4,196,265, incorporated herein by reference. 
Typically, this technique involves immunizing a suitable 
animal with a selected immunogen composition, e.g., a 

30 purified or partially purified tumor cell or vascular 

endothelial cell protein, polypeptide, peptide, or intact 
cell composition. The immunizing composition is 
administered in a manner effective to stimulate antibody 
producing cells. Rodents such as mice and rats are 

3 5 preferred animals, however, the use of rabbit, sheep frog 

cells is also possible. The use of rats may provide 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PCTYUS95/07439 



- 121 - 

certain advantages (*Goding, 1986, pp. 60-61), but mice 
are preferred, with the BALB/c mouse being most preferred 
as this is most routinely used and generally gives a 
higher percentage of stable fusions. 

5 

Following immunization, somatic cells with the 
potential for producing antibodies, specifically B 
lymphocytes (B cells) , are selected for use in the MAb 
generating protocol. These cells may be obtained from 

10 biopsied spleens, tonsils or lymph nodes, or from a 

peripheral blood sample. Spleen cells and peripheral 
blood cells are preferred, the former because they are a 
rich source of antibody-producing cells that are in the 
dividing plasmablast stage, and the latter because 

15 peripheral blood is easily accessible. Often, a panel of 
animals will have been immunized and the spleen of animal 
with the highest antibody titer will be removed and the 
spleen lymphocytes obtained by homogenizing the spleen 
with a syringe. Typically, a spleen from an immunized 

20 mouse contains approximately 5 X 10 7 to 2 X 10 8 
lymphocytes . 

The antibody-producing B lymphocytes from the 
immunized animal are then fused with cells of an immortal 

25 myeloma cell, generally one of the same species as the 

animal that was immunized. Myeloma cell lines suited for 
use in hybridoma -producing fusion procedures preferably 
are non- antibody-producing, have high fusion efficiency, 
and enzyme deficiencies that render then incapable of 

3 0 growing in certain selective media which support the 
growth of only the desired fused cells (hybridomas) . 

Any one of a number of myeloma cells may be used, as 
are known to those of skill in the art (*Goding, pp. 
15 65-66, 1986; * Campbell, pp. 75-83, 1984). For example, 
where the immunized animal is a mouse, one may use 
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P3-X63/Ag8, X63-Ag8.653, NSl/l.Ag 4 1, Sp210-Agl4 / FO, 
NSO/U, MPC-11, MPC11-X45-GTG 1.7 and S194/5XX0 Bui; for 
rats, one may use R210.RCY3, Y3 -Ag 1.2.3, IR983F, 4B210 
or one of the above listed mouse cell lines; and U-266, 
5 GM1500-GRG2, L I CR - LON - HMy 2 and UC729-6, are all useful in 
connection with human cell fusions. 

One preferred murine myeloma cell is the A63-A68, 
653 myeloma cell line, which is readily available from 
10 the ATCC. Another mouse myeloma cell line that may be 
used is the 8-azaguanine-resistant mouse murine myeloma 
SP2/0 non-producer cell line. 

Methods for generating hybrids of antibody -producing 
15 spleen or lymph node cells and myeloma cells usually 

comprise mixing somatic cells with myeloma cells in a 4:1 
proportion, though the proportion may vary from about 
20:1 to about 1:1, respectively, in the presence of an 
agent or agents (chemical or electrical) that promote the 
20 fusion of cell membranes. Fusion methods using Sendai 
virus have been described by Kohler & Milstein (1975; 
1976) , and those using polyethylene glycol (PEG) , such as 
37% (v/v) PEG, by Gefter et al. (1977). The use of 
electrically induced fusion methods is also appropriate 
25 (*Goding pp. 71-74, 1986). 

Fusion procedures usually produce viable hybrids at 
low frequencies, about 1 X 10~ 6 to 1 X 10~ 8 . However, 
this does not pose a problem, as the viable, fused 

3 0 hybrids are differentiated from the parental, unfused 

cells (particularly the unfused myeloma cells that would 
normally continue to divide indefinitely) by culturing in 
a selective medium. The selective medium is generally 
one that contains an agent that blocks the de novo 

35 synthesis of nucleotides in the tissue culture media. 
Exemplary and preferred agents are aminopterin, 
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methotrexate, and azaserine. Aminopterin and 
methotrexate block de novo synthesis of both purines and 
pyrimidines, whereas azaserine blocks only purine 
synthesis . Where aminopterin or methotrexate is used, 
5 the media is supplemented with hypoxanthine and thymidine 
as a source of nucleotides (HAT medium) . Where azaserine 
is used, the media is supplemented with hypoxanthine. 

The preferred selection medium is HAT. Only cells 
10 capable of operating nucleotide salvage pathways are able 
to survive in HAT medium. The myeloma cells are 
defective in key enzymes of the salvage pathway, e.g., 
hypoxanthine phosphoribosyl transferase (HPRT) , and they 
cannot survive. The B cells can operate this pathway, 
15 but they have a limited life span in culture and 

generally die within about two weeks. Therefore, the 
only cells that can survive in the selective media are 
those hybrids formed from myeloma and B cells. 

2 0 This culturing provides a population of hybridomas 

from which specific hybridomas are selected. Typically, 
selection of hybridomas is performed by culturing the 
cells by single-clone dilution in microtiter plates, 
followed by testing the individual clonal supernatants 

25 (after about two to three weeks) for the desired 

reactivity. The assay should be sensitive, simple and 
rapid, such as radioimmunoassays, enzyme immunoassays, 
cytotoxicity assays, plaque assays, dot immunobinding 
assays, and the like. 

30 

The selected hybridomas would then be serially 
diluted and cloned into individual antibody-producing 
cell lines, which clones can then be propagated 
indefinitely to provide MAbs. The cell lines may be 
35 exploited for MAb production in two basic ways. A sample 
of the hybridoma can be injected (often into the 
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peritoneal cavity) into a histocornpatible animal of the 
type that was used to provide the somatic and myeloma 
cells for the original fusion. The injected animal 
develops tumors secreting the specific monoclonal 
5 antibody produced by the fused cell hybrid. The body 

fluids of the animal, such as serum or ascites fluid, can 
then be tapped to provide MAbs in high concentration. 
The individual cell lines could also be cultured 
in vitro, where the MAbs are naturally secreted into the 
10 culture medium from which they can be readily obtained in 
high concentrations. MAbs produced by either means may 
be further purified, if desired, using filtration, 
centrifugation and various chromatographic methods such 
as HPLC or affinity chromatography. 

15 

The inventors also contemplate the use of a 
molecular cloning approach to generate monoclonals. For 
this, combinatorial immunoglobulin phagemid libraries are 
prepared from RNA isolated from the spleen of the 

20 immunized animal, and phagemids expressing appropriate 

antibodies are selected by panning using cells expressing 
the antigen and control cells e.g., normal -versus -tumor 
cells. The advantages of this approach over conventional 
hybridoma techniques are that approximately 10 4 times as 

25 many antibodies can be produced and screened in a single 
round, and that new specificities are generated by H and 
L chain combination which further increases the chance of 
finding appropriate antibodies. 

-0 Where MAbs are employed in the present invention, 

they may be of human, murine, monkey, rat, hamster, 
chicken or even rabbit origin. The invention 
contemplates the use of human antibodies, "humanized" or 
chimeric antibodies from mouse, rat, or other species, 

5 bearing human constant and/or variable region domains, 
and other recombinant antibodies and fragments thereof. 
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Of course, due to the ease of preparation and ready- 
availability of reagents, murine monoclonal antibodies 
will typically be preferred. 

5 2 * Functional Antibody Binding Regions 

The origin or derivation of the targeting agent 
antibody or antibody fragment (e.g., Fab', Fab, F(ab') 2 , 
Fv or scFv) is not believed to be particularly crucial to 
10 the practice of the invention, so long as the antibody or 
fragment that is actually employed for the preparation of 
the bispecific ligand exhibits the desired binding 
properties . 

15 It may be necessary to use antibody preparations in 

which the Fc portion has been removed. Fragmentation of 
immunoglobulin molecules can be achieved by controlled 
proteolysis, although the conditions will vary 
considerably with species and immunoglobulin class or 

20 subclass. Bivalent F(ab') 2 fragments are usually 

preferable over the univalent Fab or Fab' fragments. 

Fab 

25 Fab fragments can be obtained by proteolysis of the 

whole immunoglobulin by the non-specific thiol protease, 
papain. Papain must first be activated by reducing the 
sulphydryl group in the active site with cysteine, 2- 
mercaptoethanol or dithiothreitol . Heavy metals in the 

3 0 stock enzyme should be removed by chelation with EDTA (2 
mM) to ensure maximum enzyme activity. Enzyme and 
substrate are normally mixed together in the ratio of 
1:100 by weight. After incubation, the reaction can be 
stopped by irreversible alkylation of the thiol group 

35 with iodoacetamide or simply by dialysis. The 

completeness of the digestion should be monitored by SDS- 
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PAGE and the various fractions separated by protein A- 
Sepharose or ion exchange chromatography. 

F(ab'} 2 

The usual procedure for preparation of F(ab') 2 
fragments from IgG of rabbit and human origin is limited 
proteolysis by the enzyme pepsin (Protocol 7.3,2) . The 
conditions, 10 Ox antibody excess w/w in acetate buffer at 
pH 4.5, 37°C, suggest that antibody is cleaved at the C- 
terminal side of the inter-heavy-chain disulfide bond. 
Rates of digestion of mouse IgG may vary with subclass 
and it may be difficult to obtain high yields of active 
F(ab') 2 fragments without some undigested or completely 
15 degraded IgG. In particular, IgG 2b is highly susceptible 
to complete degradation. The other subclasses require 
different incubation conditions to produce optimal 
results . 

20 Digestion of rat IgG by pepsin requires conditions 

including dialysis in 0,1 M acetate buffer, pH 4.5, and 
then incubation for four hours with 1% w/w pepsin; IgG 1 
and IgG 2a digestion is improved if first dialysed against 
0.1 M formate buffer, pH 2.8, at 4°C, for 16 hours 

25 followed by acetate buffer. IgG 2b gives more consistent 
results with incubation in staphylococcal V8 protease (3% 
w/w) in 0.1 M sodium phosphate buffer, pH 7.8, for four 
hours at 3 7°C. 

30 3. 

In general, the preparation of bispecific antibodies 
is also well known in the art, as exemplified by Glennie 
et al. (1987) . Bispecific antibodies have been employed 
35 clinically, for example, to treat cancer patients (Bauer 
et al., 1991). One method for the preparation of 
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bispecific antibodies involves the separate preparation 
of antibodies having specificity for the targeted tumor 
cell antigen, on the one hand, and the coagulating agent 
(or other desired target, such as an activating antigen) 
5 on the other. 

Bispecific antibodies have also been developed 
particularly for use as immunotherapeutic agents. As 
mentioned earlier in conjunction with antigen- induction, 

10 certain of these antibodies were developed to cross -link 
lymphocytes and tumor antigens (Nelson, 1991; Segal 
et al., 1992). Examples include chimeric molecules that 
bind T cells, e.g., at CD3, and tumor antigens, and 
trigger lymphocyte-activation by physically cross-linking 

15 the TCR/CD3 complex in close proximity to the target cell 
(Staerz et al., 1985; Perez et al., 1985; 1986a; 1986b; 
Ting et al. , 1988) . 

Indeed, tumor cells of carcinomas, lymphomas, 

2 0 leukemias and melanomas have been reported to be 

susceptible to bispecific antibody-mediated killing by 
T cells (Nelson, 1991; Segal et al., 1992; deLeij et al., 
1991) . These type of bispecific antibodies have also 
been used in several Phase I clinical trials against 
25 diverse tumor targets. Although they are not novel 
compositions in accordance with this invention, the 
combined use of bispecific cross-linking antibodies along 
with the bispecific coagulating ligands described herein 
is also contemplated. The bispecific cross-linking 

3 0 antibodies may be administered as described in references 

such as deLeij et al. (1991); Clark et al. (1991); 
Rivoltini et al . (1992); Bolhuis et al. (1992); and Nitta 
et al. (1990) . 

35 While numerous methods are known in the art for the 

preparation of bispecific antibodies, the Glennie et al. 
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(1987) method involves the preparation of peptic F(ab'Y). 
fragments from the two chosen antibodies, followed by 
reduction of each to provide separate Fab'7sH fragments. 
The SH groups on one of the two partners to be coupled 
5 are then alkylated with a cross-linking reagent such as 
o-phenylenedimaleimide to provide free maleimide groups 
on one partner. This partner may then be conjugated to 
the other by means of a thioether linkage, to give the 
desired F(ab'y) 2 heterocon jugate . 

10 

Due to ease of preparation, high yield and 
reproducibility, the Glennie et al. (1987) method is 
often preferred for the preparation of bispecific 
antibodies, however, there are numerous other approaches 
15 that can be employed and that are envisioned by the 
inventors. For example, other techniques are known 
wherein crossl inking with SPDP or protein A is carried 
out, or a trispecific construct is prepared (Titus 
et al., 1987; Tutt et al . , 1991). 

20 

Another method for producing bispecific antibodies 
is by the fusion of two hybridomas to form a quadroma 
(Flavell et al. r 1991, 1992; Pimm et al . , 1992; French 
et al., 1991; Embleton et al., 1991). As used herein, 

25 the term "quadroma" is used to describe the productive 
fusion of two B cell hybridomas. Using now standard 
techniques, two antibody producing hybridomas are fused 
to give daughter cells, and those cells that have 
maintained the expression of both sets of clonotype 

30 immunoglobulin genes are then selected. 

A preferred method of generating a quadroma involves 
the selection of an enzyme deficient mutant of at least 
one of the parental hybridomas. This first mutant 
35 hybridoma cell line is then fused to cells of a second 
hybridoma that had been lethally exposed, e.g., to 
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iodoacetamide, precluding its continued survival. Cell 
fusion allows for the rescue of the first hybridoma by 
acquiring the gene for its enzyme deficiency from the 
lethally treated hybridoma, and the rescue of the second 
5 hybridoma through fusion to the first hybridoma. 
Preferred, but not required, is the fusion of 
immunoglobulins of the same isotype, but of a different 
subclass. A mixed subclass antibody permits the use if 
an alternative assay for the isolation of a preferred 
1 0 quadr oma . 



In more detail, one method of quadroma development 
and screening involves obtaining a hybridoma line that 
secretes the first chosen MAb and making this deficient 

15 for the essential metabolic enzyme, hypoxanthine -guanine 
phosphoribosyltransferase (HGPRT) . To obtain deficient 
mutants of the hybridoma, cells are grown in the presence 
of increasing concentrations of 8-azaguanine (1 x 10 ~ 7 M 
to 1 x 10" 5 M) . The mutants are subcloned by limiting 

20 dilution and tested for their hypoxanthine/ aminopterin/ 
thymidine (HAT) sensitivity. The culture medium may 
consist of, for example, DMEM supplemented with 10% FCS, 
2 mM L-Glutamine and 1 mM penicillin- streptomycin. 

25 A complementary hybridoma cell line that produces 

the second desired MAb is used to generate the quadromas 
by standard cell fusion techniques (Galfre et al., 1981), 
or by using the protocol described by Clark et al. 
(1988). Briefly, 4.5 x 10 7 HAT-sensitive first cells are 

30 mixed with 2.8 x 10 7 HAT-resistant second cells that have 
been pre -treated with a lethal dose of the irreversible 
biochemical inhibitor iodoacetamide (5 mM in phosphate 
buffered saline) for 3 0 minutes on ice before fusion. 
Cell fusion is induced using polyethylene glycol (PEG) 

35 and the cells are plated out in 96 well microculture 
plates. Quadromas are selected using HAT -containing 
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medium. Bispecific ant ibody- containing cultures are 
identified using, for example, a solid phase isotype- 
specific ELISA and isotype-specif ic immunofluorescence 
staining. 

5 

In one identification embodiment to identify the 
bispecific antibody, the wells of microtiter plates 
(Falcon, Becton Dickinson Labware) are coated with a 
reagent that specifically interacts with one of the 

10 parent hybridoma antibodies and that lacks cross- 
reactivity with both antibodies. The plates are washed, 
blocked, and the supernatants (SNs) to be tested are 
added to each well. Plates are incubated at room 
temperature for 2 hours, the supernatants discarded, the 

15 plates washed, and diluted alkaline phosphatase -anti - 

antibody conjugate added for 2 hours at room temperature. 
The plates are washed and a phosphatase substrate, e.g., 
P-Nitrophenyl phosphate (Sigma, St. Louis) is added to 
each well. Plates are incubated, 3N NaOH is added to 

20 each well to stop the reaction, and the OD 410 values 
determined using an ELISA reader. 



In another identification embodiment, microtiter 
plates pre- treated with poly-L-lysine are used to bind 
one of the target cells to each well, the cells are then 
fixed, e.g. using 1% glutaraldehyde, and the bispecific 
antibodies are tested for their ability to bind to the 
intact cell. In addition, FACS, immunofluorescence 
staining, idiotype specific antibodies, antigen binding 
competition assays, and other methods common in the art 
of antibody characterization may be used in conjunction 
with the present invention to identify preferred 
quadromas . 

Following the isolation of the quadroma, the 
bispecific antibodies are purified away from other cell 
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products. This may be accomplished by a variety of 
protein isolation procedures, known to those skilled in 
the art of immunoglobulin purification. Means for 
preparing and characterizing antibodies are well known in 
the art (See, e.g., * Antibodies : A Laboratory Manual, 
1988) . 



For example, supernatant s from selected quadromas 
are passed over protein A or protein G sepharose columns 

10 to bind IgG (depending on the isotype) . The bound 

antibodies are then eluted with, e.g. a pH 5.0 citrate 
buffer. The elute fractions containing the BsAbs, are 
dialyzed against an isotonic buffer. Alternatively, the 
eluate is also passed over an anti -immunoglobulin - 

15 sepharose column. The BsAb is then eluted with 3.5 M 

magnesium chloride. BsAbs purified in this way are then 
tested for binding activity by, e.g., an isotype-specif ic 
ELISA and immunofluorescence staining assay of the target 
cells, as described above. 

20 

Purified BsAbs and parental antibodies may also be 
characterized and isolated by SDS-PAGE electrophoresis, 
followed by staining with silver or Coomassie. This is 
possible when one of the parental antibodies has a higher 
25 molecular weight than the other, wherein the band of the 
BsAbs migrates midway between that of the two parental 
antibodies. Reduction of the samples verifies the 
presence of heavy chains with two different apparent 
molecular weights. 

i0 

Furthermore, recombinant technology is now available 
for the preparation of antibodies in general, allowing 
the preparation of recombinant antibody genes encoding an 
antibody having the desired dual specificity (Van Duk 
5 et al., 1989). Thus, after selecting the monoclonal 
antibodies having the most preferred binding 
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characteristics, the respective genes for these 
antibodies can be isolated, e.g., by immunological 
screening of a phage expression library (Oi & Morrison, 
1986; Winter & Milstein, 1991) . Then, through 
5 rearrangement of Fab coding domains, the appropriate 
chimeric construct can be readily obtained. 

E. Binding Assays 

10 Although the present invention has significant 

utility in animal and human treatment regimens, it also 
has many other practical uses. These uses are generally 
related to the specific binding ability of the bispecific 
compounds. In that all the compounds of the invention 

15 include at least one targeting and binding component, 
e.g., an antibody, ligand, receptor, or such like, the 
resultant bispecific construct may be used in virtually 
all of the binding embodiments that the original 
antibody, ligand or receptor, etc., may be used. The 

20 presence of the coagulant, or other binding regions, does 
not negate the utility of the first binding regions in 
any binding assay. 

As such, the bispecific coagulating ligands may be 
25 employed in standard binding assays, such as in 

immunoblots, Western blots, and other assays in which an 
antigen is immobilized onto a solid support matrix, e.g., 
nitrocellulose, nylon or a combination thereof. They may 
be employed simply as an "antibody substitute 1 ' or may be 
3 0 used to provide a more-specific detection means for use 
in detecting antigens against which standard secondary 
reagents cause an unacceptably high background. This is 
especially useful when the antigens studied are 
themselves immunoglobulins or other antibodies are used 
35 in the procedure, as exemplified below in the case of 
ELISAs . 
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The bispecific binding ligands may also be used in 
conjunction with both fresh-frozen and formalin-fixed, 
paraffin-embedded tissue blocks in immunohistochemistry; 
in fluorescent activated cell sorting, flow cytometry or 
5 flow microfluorometry; in immunoprecipitation to separate 
a target antigen from a complex mixture, in which case, 
due to their potential to form molecular lattices, they 
may even achieve precipitation without a secondary 
matrix- coupled reagent; in antigen or cell purification 

10 embodiments, such as affinity chromatography, even 
including, in certain cases, the one-step rapid 
purification of one or more cell populations at the same 
time; and in many other binding assays that will be known 
to those of skill in the art given the information 

15 presented herein. 

As an example, the bispecific ligands of the 
invention may be used in ELISA assays. Many types of 
ELISAs are known and routinely practiced in the art. The 

2 0 bispecific ligands may be employed in any of the binding 

steps, depending on the particular type of ELISA being 
performed and the "antigen" (component) to be detected. 
The ligands could therefore be used to coat the plate, to 
compete for binding sites, as an antigen to provide a 
25 standard curve, as a primary binding ligand, as a 

secondary binding ligand or even as a tertiary or other 
binding ligand. The many modes of conducting ELISAs will 
be known to those of skill in the art, in further light 
of the exemplary mode discussed below. 

30 

In one form of an ELISA, binding targets, generally 
antibodies themselves, are immobilized onto a selected 
surface, preferably a surface exhibiting a protein 
affinity such as the wells of a polystyrene microtiter 

3 5 plate. After washing to remove incompletely adsorbed 

material, it is desirable to bind or coat the assay plate 
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wells with a nonspecific protein that is known to be 
antigenically neutral with regard to the test antisera 
such as bovine serum albumin (BSA) , casein or solutions 
of milk powder. This allows for blocking of nonspecific 
5 adsorption sites on the immobilizing surface and thus 
reduces the background caused by nonspecific binding of 
antisera onto the surface. 



In these types of ELISAs, generally termed sandwich 
10 ELISAs, the plate -bound antibody is used to "trap" the 
antigen. After binding of the first antibody to the 
well, coating with a non-reactive material to reduce 
background, and washing to remove unbound material, the 
immobilizing surface is contacted with, in the present 
15 exemplary embodiment, a test sample containing the 

antigenic material to be detected and/or titered in a 
manner conducive to immune complex (antigen/antibody) 
formation. These embodiments are particularly useful for 
detecting ligands in clinical samples or biological 
2 0 extracts. The samples are preferably diluted with 
solutions of BSA, bovine gamma globulin (BGG) and 
phosphate buffered saline (PBS) and a detergent, e.g. 
Tween . 



25 The layered antisera is then allowed to incubate for 

from 2 to 4 hours, at temperatures preferably on the 
order of 25°* to 37°C. Following incubation, the 
antisera- contacted surface is washed so as to remove non- 
immunocomplexed material . A preferred washing procedure 

3 0 includes washing with a solution such as PBS/Tween, or 
borate buffer. 

Following formation of specific immunocomplexes 
between the bound antigen and the test sample, and 
35 subsequent washing, the occurrence and amount of 

immunocomplex formation may be determined by subjecting 
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same complex to a secondary specific binding component, 
which is generally an antibody-based component. In a 
particular embodiment, the bispecific ligands of the 
invention are proposed for use in this step. Further 
5 specific binding and washing steps are then conducted. 

To provide a detecting means, in the present 
exemplary embodiment, a third antibody is used that is 
linked to a detectable label, such as an associated 

10 enzyme that will generate a color development upon 

incubating with an appropriate chromogenic substrate. 
The third, or tertiary, labeled antibody has binding 
affinity for a component of the bispecific ligand. The 
ultimate immunocomplex is determined, after appropriate 

15 binding and washing steps, by detecting the label, e.g., 
by incubating with a chromogenic substrate, such as urea 
and bromocresol purple or 2,2' -azino-di- (3-ethyl- 
benzthiazoline-6-sulfonic acid [ABTS] and H 2 0 2 . 
Quantification is then achieved by measuring the degree 

20 of color generation, e.g., using a visible spectra 
spectrophotometer . 

Using a bispecific coagulating ligand as a secondary 
detection reagent in conjunction with the type of ELISA 

25 described above has distinct advantages. For example, it 
allows the use of a tertiary, labeled antibody that is 
specific for a portion of the bispecific ligand that is 
distinct from the typical antibody constant regions 
usually targeted. In particular, a tertiary binding 

30 ligand that is specific for the coagulant portion (or 

coagulant binding region) of the bispecific construct may 
be employed. This novel means of detecting immune 
complex formation imparts improved specificity, which is 
particularly useful in sandwich ELISAs where the tertiary 

35 antibody may cross-react with, and bind to, the original 
material used to coat the plate, i.e., the original 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PC17US95/07439 



- 136 - 

antibody, rather than just binding to the intended 
secondary antibody. By directing the labelled tertiary 
component to an non-antibody portion, or even to a novel 
antigen combining region, of a bispecific ligand, the 
5 problem of non-specific binding, and unusually high 
background, will be avoided. 

Further practical uses of the bispecific ligands are 
evident by exploiting their coagulating ability. As all 

10 of the proposed compounds are capable of inducing 

coagulation, they may be employed, e.g., as a control, in 
any assay that involves coagulation as a component. The 
presence of the targeting component does not negate the 
utility of the coagulant in such assays, as each 

15 component functions independently of the other. 

P. Effective Use of Tissue Factor -Binding Bispecific 
Antibodies 

20 As mentioned earlier, tissue factor (TF) is one 

agent capable of initiating blood coagulation. TF is 
exposed to the blood in vascular damage or following 
activation by certain cytokines. Available TF then 
complexes with factor Vila to initiate the coagulation 

25 cascade that ultimately results in fibrin formation. 

In one exemplary embodiment, the inventors have 
synthesized a bispecific antibody with specificity for 
antigens on tumor vasculature endothelial cells on one 

3 0 antigen combining site and specificity for the 

extracellular domains of human TF on the other antigen 
combining site. The antibody with specificity for human 
TF was previously shown to bind TF with high affinity 
without interfering with the factor Vila complexing event 

35 or the TF/VIIa activity (Morrissey et al., .1988) . 

Instead of using full length human TF, the inventors used 
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a truncated form (tTF) , which is devoid of the 
cytoplasmic as well as the transmembrane domain. 
Truncated TF lacks coagulation inducing activity, while 
still being able to complex factor Vila, probably because 
5 it is not able to complex with a membrane surface upon 
which the coagulation- initiation complexes, including 
Factor X, could assemble. 

The mouse model used for analyzing the effectiveness 
10 of this tumor vasculature endothelial cell specific 

targeting construct was a recently established model in 
which MHC class II antigens, that are absent from the 
vasculature of normal tissues, are expressed on the tumor 
vasculature through induction by IFN-7 that is secreted 
15 by the tumor cells (Burrows et al., 1992; Burrows & 

Thorpe, 1993) . It has been demonstrated that anti-class 
II antibody administered intravenously localizes rapidly 
and strongly to the tumor vasculature (Burrows et al., 
1992) . 

20 

The present inventors herein demonstrate that, in a 
C13 00 (Muy) tumor bearing mouse, the anti-MHC Class 
II/anti-TF bispecific antibody is able to induce 
coagulation specifically in the vasculature of the tumor 

25 when administered together with tTF. Indeed, intravenous 
administration of the antibody: tTF complex induced rapid 
thrombosis of tumor vasculature and complete tumor 
regressions in 70% of animals. Neither the bispecific 
antibody alone, nor tTF alone, nor any of the isotype 

3 0 matched control antibodies in the presence or absence of 
tTF, was able to elicit the same effect. This indicates 
that the B21-2/10H10 bispecific antibody acts as a 
"coaguligand" that is capable of bridging target cells 
and tTF so that tTF can activate factor X and start the 

35 coagulation cascade. It also shows the evident success 
of the coaguligand in treating solid tumors. 
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G. Pharmaceutical Compositions and Kits 

Pharmaceutical compositions of the present invention 
will generally comprise an effective amount of the 
5 bispecific coagulating ligand dissolved or dispersed in a 
pharmaceutically acceptable carrier or aqueous medium. 



The phrases "pharmaceutically or pharmacologically 
acceptable" refer to molecular entities and compositions 

10 that do not produce an adverse, allergic or other 

untoward reaction when administered to an animal, or a 
human, as appropriate. As used herein, "pharmaceutically 
acceptable carrier" includes any and all solvents, 
dispersion media, coatings, antibacterial and antifungal 

15 agents, isotonic and absorption delaying agents and the 
like. The use of such media and agents for 
pharmaceutical active substances is well known in the 
art. Except insofar as any conventional media or agent 
is incompatible with the active ingredient, its use in 

20 the therapeutic compositions is contemplated. 

Supplementary active ingredients can also be incorporated 
into the compositions . 



1. Parenteral Formulations 

25 

The bispecific ligands of the present invention will 
often be formulated for parenteral administration, e.g., 
formulated for injection via the intravenous, 
intramuscular, sub-cutaneous or other such routes, 

30 including direct instillation into a tumor or disease 
site. The preparation of an aqueous composition that 
contains a tumor- targeted coagulant agent as an active 
ingredient will be known to those of skill in the art in 
light of the present disclosure. Typically, such 

35 compositions can be prepared as injectables, either as 

liquid solutions or suspensions; solid forms suitable for 
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using to prepare solutions or suspensions upon the 
addition of a liquid prior to injection can also be 
prepared; and the preparations can also be emulsified. 



5 Solutions of the active compounds as free base or 

pharmacologically acceptable salts can be prepared in 
water suitably mixed with a surfactant, such as 
hydroxypropylcellulose . Dispersions can also be prepared 
in glycerol, liquid polyethylene glycols, and mixtures 
10 thereof and in oils. Under ordinary conditions of 
storage and use, these preparations contain a 
preservative to prevent the growth of microorganisms. 

The pharmaceutical forms suitable for injectable use 
15 include sterile aqueous solutions or dispersions; 

formulations including sesame oil, peanut oil or aqueous 
propylene glycol; and sterile powders for the 
extemporaneous preparation of sterile injectable 
solutions or dispersions. In all cases the form must be 
20 sterile and must be fluid to the extent that easy 
syringability exists. It must be stable under the 
conditions of manufacture and storage and must be 
preserved against the contaminating action of ' 
microorganisms, such as bacteria and fungi. 

25 

The bispecific ligands or antibodies can be 
formulated into a composition in a neutral or salt form. 
Pharmaceutically acceptable salts, include the acid 
addition salts (formed with the free amino groups of the 

3 0 protein) and which are formed with inorganic acids such 
as, for example, hydrochloric or phosphoric acids, or 
such organic acids as acetic, oxalic, tartaric, mandelic, 
and the like. Salts formed with the free carboxyl groups 
can also be derived from inorganic bases such as, for 

35 example, sodium, potassium, ammonium, calcium, or ferric 
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hydroxides, and such organic bases as isopropylamine , 
trimethylamine, histidine, procaine and the like: 

The carrier can also be a solvent or dispersion 
5 medium containing, for example, water, ethanol, polyol 
(for example, glycerol, propylene glycol, and liquid 
polyethylene glycol, and the like), suitable mixtures 
thereof, and vegetable oils. The proper fluidity can be 
maintained, for example, by the use of a coating, such as 

10 lecithin, by the maintenance of the required particle 
size in the case of dispersion and by the use of 
surfactants. The prevention of the action of 
microorganisms can be brought about by various 
antibacterial ad antifungal agents, for example, 

15 parabens, chlorobutanol , phenol, sorbic acid, thimerosal, 
and the like. In many cases, it will be preferable to 
include isotonic agents, for example, sugars or sodium 
chloride. Prolonged absorption of the injectable 
compositions can be brought about by the use in the 

2 0 compositions of agents delaying absorption, for example, 

aluminum monostearate and gelatin. 

Sterile injectable solutions are prepared by 
incorporating the active compounds in the required amount 
25 in the appropriate solvent with various of the other 

ingredients enumerated above, as required, followed by 
filtered sterilization. Generally, dispersions are 
prepared by incorporating the various sterilized active 
ingredients into a sterile vehicle which contains the 

3 0 basic dispersion medium and the required other 

ingredients from those enumerated above. In the case of 
sterile powders for the preparation of sterile injectable 
solutions, the preferred methods of preparation are 
vacuum-drying and f reeze-drying techniques which yield a 
35 powder of the active ingredient plus ny additional 
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desired ingredient from a previously sterile-filtered 
solution thereof. 

Upon formulation, solutions will be administered in 
5 a manner compatible with the dosage formulation and in 
such amount as is therapeutically effective. 
Formulations are easily administered in a variety of 
dosage forms, such as the type of injectable solutions 
described above, but drug release capsules and the like 
10 can also be employed. 

Suitable pharmaceutical compositions in accordance 
with the invention will generally include an amount of 
the bispecific ligand admixed with an acceptable 
15 pharmaceutical diluent or excipient, such as a sterile 
aqueous solution, to give a range of final 
concentrations, depending on the intended use. The 
techniques of preparation are generally well known in the 
art as exemplified by Remington's Pharmaceutical 

2 0 Sciences, 16th Ed. Mack Publishing Company, 1980, 

incorporated herein by reference. It should be 
appreciated that endotoxin contamination should be kept 
minimally at a safe level, for example, less that 0.5 
ng/mg protein. Moreover, for human administration, 
25 preparations should meet sterility, pyrogenicity, general 
safety and purity standards as required by FDA Office of 
Biological Standards. 

The therapeutically effective doses are readily 

3 0 determinable using an animal model, as shown in the 

studies detailed herein (see, e.g., Example III). 
Experimental animals bearing solid tumors are frequently 
used to optimize appropriate therapeutic doses prior to 
translating to a clinical environment. Such models are 
35 known to be very reliable in predicting effective anti- 
cancer strategies. For example, mice bearing solid 
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tumors, such as used in Example III, are widely used in 
pre- clinical testing. 

The inventors have used mice with C13 00 (Mo8) tumors 
5 to determine toxicity limits and working ranges of 
bispecific that give optimal ant i- tumor effects with 
minimal toxicity. 

It is currently proposed that effective doses for 
10 use in the treatment of cancer will be between about 0.1 
mg/kg and about 2 mg/kg, and preferably, of between about 
0.8 mg/kg and about 1.2 mg/kg, when administered via the 
IV route at a frequency of about 1 time per week. Some 
variation in dosage will necessarily occur depending on 
15 the condition of the subject being treated. The person 
responsible for administration will, in any event, 
determine the appropriate dose for the individual 
subject. Such optimization and adjustment is routinely 
carried out in the art and by no means reflects an undue 
20 amount of experimentation. 

It should be remembered that one aspect of the 
present invention concerns the delivery of a coagulating 
agent to a tumor site by administering an uncomplexed 

25 bispecific binding ligand that garners an endogenous 

coagulation factor from the circulation and concentrates 
it within the tumor site. In these cases, the 
pharmaceutical compositions employed will contain a 
ligand having a targeting and coagulant binding region, 

3 0 but will otherwise generally be the same as those 
described above. 

In addition to the compounds formulated for 
parenteral administration, such as intravenous or 
35 intramuscular injection, other pharmaceutically 

acceptable forms are also contemplated, e.g., tablets or 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PCT/US95/07439 



- 143 - 

other solids for oral administration, time release 
capsules, liposomal forms and the like. Other 
pharmaceutical formulations may also be used, dependent 
on the condition to be treated. For example, topical 

■ 

5 formulations that are appropriate for treating 

pathological conditions such as dermatitis and psoriasis; 
and ophthalmic formulations for diabetic retinopathy. 

2. Ingestible Formulations 

10 

In certain embodiments, active compounds may be 
administered orally. This is contemplated for agents 
that are generally resistant, or have been rendered 
resistant, to proteolysis by digestive enzymes. Such 
15 compounds are contemplated to include chemically designed 
or modified agents; dextrorotatory peptidyl agents; 
liposomal formulations; and f ormulations in time release 
capsules to avoid peptidase and lipase degradation. 

20 For oral administration, the active bispecific 

compounds may be administered, for example, with an inert 
diluent or with an assimilable edible carrier, or they 
may be enclosed in hard or soft shell gelatin capsule, or 
compressed into tablets, or incorporated directly with 

25 the food of the diet. For oral therapeutic 

administration, the active compounds may be incorporated 
with excipients and used in the form of ingestible 
tablets, buccal tables, troches, capsules, elixirs, 
suspensions, syrups, wafers, and the like. Such 

3 0 compositions and preparations should contain at least 

0.1% of active bispecific coagulant. The percentage of 
the compositions and preparations may, of course, be 
varied and may conveniently be between about 2 to about 
60% of the weight of the unit. The amount of active 

3 5 compounds in such therapeutically useful compositions is 
such that a suitable dosage will be obtained. 
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The tablets, troches, pills, capsules and the like 
may also contain the following: a binder, as gum 
tragacanth, acacia, cornstarch, or gelatin; excipients, 
such as dicalcium phosphate; a disintegrating agent, such 
5 as corn starch, potato starch, alginic acid and the like; 
a lubricant, such as magnesium stearate; and a sweetening 
agent, such as sucrose, lactose or saccharin may be added 
or a flavoring agent, such as peppermint, oil of 
wintergreen, or cherry flavoring. When the dosage unit 
10 form is a capsule, it may contain, in addition to 
materials of the above type, a liquid carrier. 

Various other materials may be present as coatings 
or to otherwise modify the physical form of the dosage 

15 unit. For instance, tablets, pills, or capsules may be 
coated with shellac, sugar or both. A syrup of elixir 
may contain the active compounds sucrose as a sweetening 
agent methyl and propylparabens as preservatives, a dye 
and flavoring, such as cherry or orange flavor. Of 

20 course, any material used in preparing any dosage unit 
form should be pharmaceutically pure and substantially 
non-toxic in the amounts employed. In addition, the 
active compounds may be incorporated into sustained- 
release preparation and formulations. 

>5 

3 • Liposomal Formulations 

The bispecific coagulating ligands of the present 
invention may also be formulated in liposomal 

10 preparations if desired. The following information may 
be utilized in generating liposomal formulations 
incorporating the present coagulants. Phospholipids form 
liposomes when dispersed in water, depending on the molar 
ratio of lipid to water. The physical characteristics of 

5 liposomes depend on pH, ionic strength and the presence 
of divalent cations. Liposomes can show low permeability 
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to ionic and polar substances, but at elevated 
temperatures undergo a phase transition which markedly 
alters their permeability. The phase transition involves 
a change from a closely packed, ordered structure, known 
5 as the gel state, to a loosely packed, less -ordered 

structure, known as the fluid state. This occurs at a 
characteristic phase-transition temperature and results 
in an increase in permeability to ions, sugars and drugs. 

10 In addition to temperature, exposure to proteins can 

alter the permeability of liposomes. Certain soluble 
proteins such as cytochrome c bind, deform and penetrate 
the bilayer, thereby causing changes in permeability. 
Cholesterol inhibits this penetration of proteins, 

15 apparently by packing the phospholipids more tightly. It 
is contemplated that the most useful liposome formations 
for use with the present invention will contain 
cholesterol, or even PEG. 

20 The ability to trap solutes varies between different 

types of liposomes. For example, multilamellar vesicles 
(MLVs) are moderately efficient at trapping solutes, but 
small unilamellar vesicles (SUVs) are inefficient. SUVs 
offer the advantage of homogeneity and reproducibility in 

2 5 size distribution, however, and a compromise between size 
and trapping efficiency is offered by large unilamellar 
vesicles (LUVs) . These are prepared by ether evaporation 
and are three to four times more efficient at solute 
entrapment than MLVs . 

30 

In addition to liposome characteristics, an 
important determinant in entrapping compounds is the 
physicochemical properties of the compound itself. Polar 
compounds are trapped in the aqueous spaces and nonpolar 
35 compounds bind to the lipid bilayer of the vesicle. 

Polar compounds are released through permeation or when 
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the bilayer is broken, but nonpolar compounds remain 
affiliated with the bilayer unless it is disrupted by 
temperature or exposure to lipoproteins. Both types show 
maximum efflux rates at the phase transition temperature. 

5 

Liposomes interact with cells via four different 
mechanisms: Endocytosis by phagocytic cells of the 
reticuloendothelial system such as macrophages and 
neutrophils; adsorption to the cell surface, either by 

10 nonspecific weak hydrophobic or electrostatic forces, or 
by specific interactions with cell -surface components; 
fusion with the plasma cell membrane by insertion of the 
lipid bilayer of the liposome into the plasma membrane, 
with simultaneous release of liposomal contents into the 

15 cytoplasm; and by transfer of liposomal lipids to 

cellular or subcellular membranes, or vice versa, without 
any association of the liposome contents. It often is 
difficult to determine which mechanism is operative and 
more than one may operate at the same time. 

20 

The fate and disposition of intravenously injected 
liposomes depend on their physical properties, such as 
size, fluidity and surface charge. They may persist in 
tissues for hours or days, depending on their 

25 composition, and half lives in the blood range from 

minutes to several hours. Larger liposomes, such as MLVs 
and LUVs, are taken up rapidly by phagocytic cells of the 
reticuloendothelial system, but physiology of the 
circulatory system restrains the exit of such large 

30 species at most sites. They can exit only in places 
where large openings or pores exist in the capillary 
endothelium, such as the sinusoids of the liver or 
spleen. Thus, these organs are the predominate site of 
uptake. On the other hand, SUVs show a broader tissue 

35 distribution but still are sequestered highly in the 
liver and spleen. In general, this in vivo behavior 
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dictates that liposomes concentrate only in those organs 
and tissues accessible to their large size. As this 
clearly includes the blood, this is not a limitation to 
their combined use with the present invention. 

5 

In other embodiments, the bispecific components of 
the invention may be admixed with the liposome surface to 
direct the drug contents to the specific antigenic 
receptors located on the target cell surface. 

10 Carbohydrate determinants (glycoprotein or glycolipid 
cell -surface components that play a role in cell-cell 
recognition, interaction and adhesion) may also be used 
as recognition sites as they have potential in directing 
liposomes to particular cell types. Mostly, it is 

15 contemplated that intravenous injection of liposomal 
preparations would be used, but other routes of 
administration are also conceivable. 



20 



4. Topical Formulations 



The formulation of bispecific coagulants for topical 
use, such as in creams, ointments and gels is also 
contemplated. The preparation of oleaginous or water- 
soluble ointment bases is also well known to those in the 

25 art. For example, these compositions may include 
vegetable oils, animal fats, and more preferably, 
semisolid hydrocarbons obtained from petroleum. 
Particular components used may include white ointment, 
yellow ointment, cetyl esters wax, oleic acid, olive oil, 

3 0 paraffin, petrolatum, white petrolatum, spermaceti, 
starch glycerite, white wax, yellow wax, lanolin, 
anhydrous lanolin and glyceryl monostearate . 

Various water-soluble ointment bases may also be 
35 used, including glycol ethers and derivatives, 
polyethylene glycols, polyoxyl 4 0 stearate and 
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polysorbates . Even delivery through the skin may be 
employed if desired, e.g., by using transdermal patches, 
iontophoresis or electrotransport . 

5 5. Ophthalmic Formulations 

The bispecific coagulating ligands of the present 
invention may also be formulated into pharmaceutical 
compositions suitable for use as ophthalmic solutions. 

10 Such ophthalmic solutions are of interest, for example, 
in the treatment of diabetic retinopathy. Thus, for the 
treatment of diabetic retinopathy a bispecific conjugate 
of this invention would be administered to the eye of the 
subject in need of treatment in the form of an ophthalmic 

15 preparation prepared in accordance with conventional 
pharmaceutical practice, see for example "Remington's 
Pharmaceutical Sciences" 15th Edition, pages 1488 to 1501 
(Mack Publishing Co., Easton, PA). 

20 The ophthalmic preparation will contain a novel 

bispecific coagulant or a pharmaceutical ly acceptable 
salt thereof in a concentration from about 0.01 to about 
1% by weight, preferably from about 0.05 to about 0.5% in 
a pharmaceutically acceptable solution, suspension or 

25 ointment. Some variation in concentration will 

necessarily occur, depending on the particular compound 
employed, the condition of the subject to be treated and 
the like, and the person responsible for treatment will 
determine the most suitable concentration for the 

3 0 individual subject. The ophthalmic preparation will 

preferably be in the form of a sterile aqueous solution 
containing, if desired, additional ingredients, for 
example preservatives, buffers, tonicity agents, 
antioxidants and stabilizers, nonionic wetting or 

35 clarifying agents, viscosity- increasing agents and the 
like. 
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Suitable preservatives for use in such a solution 
include benzalkonium chloride, benzethonium chloride, 
chlorobutanol , thimerosal and the like. Suitable buffers 
include boric acid, sodium and potassium bicarbonate, 
5 sodium and potassium borates, sodium and potassium 

carbonate, sodium acetate, sodium biphosphate and the 
like, in amounts sufficient to maintain the pH at between 
about pH G and pH 8, and preferably, between about pH 7 
and pH 7.5. Suitable tonicity agents are dextran 40, 
10 dextran 70, dextrose, glycerin, potassium chloride, 

propylene glycol, sodium chloride, and the like, such 
that the sodium chloride equivalent of the ophthalmic 
solution is in the range 0.9 plus or minus 0.2%. 

15 Suitable antioxidants and stabilizers include sodium 

bisulfite, sodium metabisulf ite, sodium thiosulfite, 
thiourea and the like. Suitable wetting and clarifying 
agents include polysorbate 80, polysorbate 20, poloxamer 
282 and tyloxapol . Suitable viscosity-increasing agents 

20 include dextran 40, dextran 70, gelatin, glycerin, 
hydroxyethylcellulose , hydroxmethylpropylcellulose , 
lanolin, methylcellulose , petrolatum, polyethylene 
glycol, polyvinyl alcohol, polyvinylpyrrolidone, 
carboxymethylcellulose and the like. The ophthalmic 

25 preparation will be administered topically to the eye of 
the subject in need of treatment by conventional methods, 
for example in the form of drops or by bathing the eye in 
the ophthalmic solution. 

30 6. Therapeutic Kits 

The present invention also provides therapeutic kits 
comprising the bispecific coagulating ligands described 
herein. Such kits will generally contain, in suitable 
35 container means, a pharmaceutically acceptable 

formulation of at least one bispecific ligand in 
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accordance with the invention. The kits may also contain 
other pharmaceutically acceptable formulations, such as 
those containing additional bispecific coagulating 
ligands, generally those having a distinct targeting 
5 component; extra uncomplexed coagulation factors; 
bispecific antibodies, T cells, or other functional 
components for use in, e.g., antigen induction; 
components for use in antigen suppression, such as a 
cyclosporin; distinct anti- tumor site antibodies or 
10 immuntoxins; and any one or more of a range of 
chemotherapeutic drugs . 

Preferred agents for use in combination kits are 
inducing agents capable of inducing disease-associated 

15 vascular endothelial cells to express a targetable 

antigen, such as E-selectin or an MHC Class II antigen. 
Inducing agents can include T cell clones that bind 
disease or tumor antigens and that produce IFN-y. 
Preferred inducing agents include bispecific antibodies 

20 that bind to disease or tumor cell antigens and to 
effector cells capable of inducing target antigen 
expression through the elaboration of cytokines. 

As such, the present invention further includes kits 
25 that comprise, in suitable container means, a first 
pharmaceutical composition comprising a bispecific 
antibody that binds to an activating antigen on an 
effector cell surface, i.e., a monocyte/ macrophage, mast 
cell, T cell or NK cell, and to an antigen on the cell 
30 surface of disease cell; and a second pharmaceutical 

composition comprising a bispecific ligand that comprises 
a first binding region that binds to an endothelial cell 
antigen induced by an activated effector cell, or 
cytokine therefrom, where the first binding region is 
35 operatively linked to a coagulation factor or a second 
binding region that binds to a coagulation factor. 
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Kits including a first pharmaceutical composition 
that comprises a bispecific antibody that binds to the 
activating antigen CD14, CD16 (FcR for IgE) , CD2 , CD3 , 
CD28 or the T-cell receptor antigen are preferred, with 
5 CD14 or CD28 binding bispecific antibodies being more 
preferred. Activation of monocyte /macrophages or mast 
cells via CD14 or CD16 binding results in IL-1 production 
that induces E-selectin; whereas activation of T cells 
via CD2 , CD3 or CD28 binding results in IFN-y production 
10 that induces MHC class II. Kits that include a second 
pharmaceutical composition that comprises a bispecific 
ligand that comprises a first binding region that binds 
to E- select in or to an MHC Class II antigen are therefore 
also preferred. 

15 

The kits may have a single container means that 
contains the bispecific coagulating ligand, with or 
without any additional components, or they may have 
distinct container means for each desired agent . Kits 
2 0 comprising the separate components necessary to make a 
bispecific coagulating ligand are also contemplated. 

When the components of the kit are provided in one 
or more liquid solutions, the liquid solution is an 

25 aqueous solution, with a sterile aqueous solution being 
particularly preferred. However, the components of the 
kit may be provided as dried powder (s) . When reagents or 
components are provided as a dry powder, the powder can 
be reconstituted by the addition of a suitable solvent. 

30 It is envisioned that the solvent may also be provided in 
another container means. 



The container means of the kit will generally 
include at least one vial, test tube, flask, bottle, 
35 syringe or other container means, into which the 

bispecific coagulating ligand, and any other desired 
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agent, may be placed and, preferably, suitably aliquoted. 
Where additional components are included, the kit will 
also generally contain a second vial or other container 
into which these are placed, enabling the administration 
5 of separated designed doses. The kits may also comprise 
a second/third container means for containing a sterile, 
pharmaceutically acceptable buffer or other diluent. 

The kits may also contain a means by which to 
10 administer the bispecific ligand to an animal or patient, 
e.g., one or more needles or syringes, or even an eye 
dropper, pipette, or other such like apparatus, from 
which the formulation may be injected into the animal or 
applied to a diseased area of the body. The kits of the 
15 present invention will also typically include a means for 
containing the vials, or such like, and other component, 
in close confinement for commercial sale, such as, e.g., 
injection or blow-molded plastic containers into which 
the desired vials and other apparatus are placed and 
20 retained. 

The following examples are included to demonstrate 
preferred embodiments of the invention. It should be 
appreciated by those of skill in the art that the 

25 techniques disclosed in the examples that follow 

represent techniques discovered by the inventors to 
function well in the practice of the invention, and thus 
can be considered to constitute preferred modes for its 
practice. However, those of skill in the art should, in 

3 0 light of the present disclosure, appreciate that many 

changes can be made in the specific embodiments that are 
disclosed and still obtain a like or similar result 
without departing from the spirit and scope of the 
invention. 

35 
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EXAMPLE I 

SYNTHESIS OF A BISPECIFIC COAGULATING ANTIBODY 

The present example describes the synthesis of a 
5 bispecific antibody capable of specifically directing a 
coagulant to a tumor site, i.e., a "coaguligand" . 

A. Materials and Methods 
10 1 . Reagents 

Pepsin (A; EC 3.4.23.1), Ellmans reagent (ER; 
5, 5' -dithio-bis (2-nitrobenzoic acid, DNTB) , 
2-mercaptoethanol (2-ME) , sodium arsenite (NaAs0 2 ) and 
15 rabbit brain thromboplastin (acetone powder) were 

obtained from Sigma Chemical Co., St. Louis MO. Sephadex 
G-25 and G-100 were obtained from Pharmacia LKB 
(Piscataway,NJ) . 

2 0 2 „ Human Truncated Tissue Factor (tTF) 

Recombinant human truncated TF (tTF) was prepared by 
one of two different methods. 

25 Method I: Construction of the E. coli Expression Vector. 
The cDNA coding for tTF (residues 1-218) was amplified by 
PCR using the primers 

5 ' -GAAGAAGGGATCCTGGTGCCTCGTGGTTCTGGCACTACAAATACT-3 ' 
(5' -primer; SEQ ID NO: 28) and 

30 5 ' -CTGGCCTCAAGCTTAACGGAATTCACCTTT-3 ' (3 '-primer; SEQ ID 
NO: 29) which allowed the addition of the coding sequence 
for a thrombin cleavage site upstream of the cDNA. The 
PCR products were cleaved using BamHI and Hindi I I and 
ligated between the BamHI and Hindlll sites of the 

3 5 expression vector pTrcHisC (Invitrogen) . 
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DH5a cells were transformed with the ligation 
mixture and recombinant plasmids were isolated after 
selection in the presence of ampicillin. The E. coli 
strain BL21 was transformed with the recombinant plasmid 
5 pTrcHi s C - 1 TF and the resultant transf ormants were used 
for protein expression. 

Method I: Expression, Refolding and Purification of tTF 
from E. coli. The poly (his) -tTF fusion protein was 
10 expressed using BL21 cells transformed with pTrc-HisC- 

tTF. Inoculant cultures (10 ml in LB medium) were grown 
overnight shaking at 3 7°C. 

Inoculant cultures were added to growth medium which 
15 were then grown shaking at 37°C. When the optical 

density at 550 nm had reach ca. 0.5, 10 ml of 100 mM 
isopropyl-/3-D-thiogalactopyranoside was added. Shaking 
was continued at 37°C for ca. 2 0 h (to stationary phase) . 

20 The cells were harvested by centrif ugation (10,000 x 

g, 20 min.) and the inclusion bodies were isolated as 
follows (quantities of reagents are per gram of cell 
paste) . The cell paste was suspended in 4 ml of 10 mM 
Tris, pH 7.5, 150 mM NaCl, 1 mM MgCl 2/ 0.17 mg/ml PMSF, 2 

25 mg/ml hen egg white lysozyme (Sigma) . Benzonase (250 
units, EM Science) was added the suspension was mixed 
gently at room temperature for 1.5 h then centrif uged at 
12, 000 g for 15 min. 

3 0 The pellet was resuspended in 10 mM Tris, pH 7.5, 1 

mM EDTA, 3% NP40 (2 ml), sonicated for 1 min at 50% power 
and centrifuged at 12,000 x g for 20 min. The pellet was 
resuspended in water, sonicated for 20-30 seconds at 50% 
power and centrifuged at 12,000 x g for 20 min. The 

35 water wash was repeated and the final pellet, highly 

enriched for the inclusion bodies, was suspended in 6 M 
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guanidinium chloride, 0.5 M NaCl, 20 mM phosphate, 10 mM 
/3-mercaptoethanol, pH 8 . 0 (9 ml per gram of inclusion 
bodies) by gentle mixing at room temperature overnight. 

5 The suspension was centrifuged at 12,000 x g for 20 

min and the supernatant was loaded onto a nickel 
nitriloacetic acid (Ni-NTA, Qiagen) column. The column 
was washed successively with the same 6 M guanidinium 
chloride buffer at pH 8 then pH 7, then the protein was 
10 eluted by decreasing the pH to 4 . 

Ni-NTA column fractions containing the fusion 
protein were combined and dithiothreitol was added to 50 
mM. The solution was held at room temperature overnight 

15 then diluted to a protein concentration of ca. 1 mg/ml in 
6 M urea, 50 mM Tris, 0.02% sodium azide, pH 8 . 0 and 
dialyzed at 4°C overnight against 10-20 volumes of the 
same buffer. The buffer was changed to 2 M urea, 50 mM 
Tris, 300 mM NaCl, 2 . 5 mM reduced glutathione, 0.5 mM 

20 oxidized glutathione, 0.02% sodium azide, pH 8 . 0 (folding 
buffer) . Dialysis was continued for 2 more days, the 
buffer was replaced by fresh folding buffer and dialysis 
was continued for 2 more days . 

25 The solution was then dialyzed extensively against 

20 mM TEA (pH 7.5), removed from the dialysis bag, 
treated with human thrombin (ca. 1 part per 500 parts 
recombinant protein w/w) overnight at room temperature, 
and loaded onto a HR-10/10 mono-Q anion exchange column. 

3 0 tTF protein was eluted using a 20 mM TEA buffer 

containing NAC1 in a concentration increasing linearly 
from 0 to 150 mM over 30 minutes (flow rate 3 ml /min) . 

Method II: Preparation of tTF complimentary DNA (cDNA) . 
35 RNA from J- 82 cells (human bladder carcinoma) was used 

for the cloning of tTF. Total RNA was isolated using the 
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GlassMax™ RNA microisolation reagent (Gibco BRL) . The 
RNA was reverse transcribed to cDNA using the GeneAmp RNA 
PCR kit (Perkin Elmer) . tTF cDNA was amplified using the 
same kit with the following two primers : 

5 

5' primer: 5' GTC ATG CCA TGG CCC TGG TGC CTC GTG CTT 

CTG GCA CTA CAA ATA CT 

3' primer: 5 7 TGA CAA GCT T AT TCT CTG AAT TCC CCC TTT CT 
10 (SEQ ID NO: 2) 

The underlined sequences codes for the N- terminus 
and C- terminus of tTF. The rest of the sequence in the 
5 ' primer is the restriction site for Ncol allowing the 

15 cloning of tTF into the expression vector and codes for a 
cleavage site for thrombin. The sequence in the 3' 
primer is the Hindi I I site for cloning tTF into the 
expression vector. PCR amplification was performed as 
suggested by the manufacturer. Briefly, 75 fiM dNTP; 0.6 

20 fiM primer, 1.5 mM MgCl 2 were used and 3 0 cycles of 3 0" at 
95°C, 30" at 55°C and 30" at 72°C were performed. 

Method II. Vector Constructs. E. coli expression vector 
H 6 pQE-60 was used for expressing tTF (Lee et. a!., 
25 1994) . The PCR amplified tTF cDNA was inserted between 
the Ncol and Hindlll site. H 6 pQE-60 has a built-in 
(His) 6 encoding sequence such that the expressed protein 
has the sequence of (His) 6 at the N-terminus, which can 
be purified on the Ni-NTA column. 

30 

Method II. tTF Purification. tTF containing H 6 pQE-60 
DNA was transformed to E. coli TG-1 cells. The cells 
were grown to 0D 600 = 0.5 and IPTG was added to 30 juM to 
induce the tTF production. The cells were harvested 
35 after shaking for 18 h at 30°C. The cell pellet was 

denatured in 6 M Gu-HCl and the lysate was loaded onto a 
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Ni-NTA column (Qiagen) . The bound tTF was washed with 6 
M urea and tTF was refolded with a gradient of 6 M - 1 M 
urea at room temperature for 16 h. The column was washed 
with wash buffer (0.05 Na H 2 P0 4 , 0.3 M NaCl, 10% 
5 glycerol) and tTF was eluted with 0.2 M Imidozole in wash 
buffer . 

The eluted tTF was concentrated and loaded onto a G- 
75 column. tTF monomers were collected and treated with 

10 thrombin to remove the H 6 peptide. This was done by- 
adding 1 part of thrombin (Sigma) to 500 parts of tTF 
(w/w) , and the cleavage was carried out at room 
temperature for 18 h. Thrombin was removed from tTF by 
passage of the mixture through a Benzamidine Sepharose 6B 

15 thrombin affinity column (Pharmacia) . 

The tTF had identical ability to recombinant tTF 
from yeast or Chinese hamster ovary cells to bind factor 
Vila and to enhance the catalytic activity of Vila (Ruf 
20 et al., 1991). When analyzed by polyacrylamide gel 

electrophoresis in sodium dodecyl sulfate, it ran as a 
single component having a molecular weight of 
approximately 24 kD. 

25 3 . Monoclonal Antibodies 

B21-2 (TIB-229) hybridoma and SFR8-B6 hybridoma 
(HB-152, hereafter referred to as SFR8) were obtained 
from the ATCC. Both hybridomas secreted rat IgG2b 

30 antibodies, which were purified from culture supernatant 
by protein G affinity chromatography. The B21-2 antibody 
reacts with I-A d antigen expressed on A20 cells as well 
as on the vasculature of the C1300 (Muy) transfectant 
tumors grown in BALB/c/nu/nu mice. SFR8 antibody is 

35 directed against the HLA-Bw6 epitope and serves as an 

isotype matched negative control for the B21-2 antibody. 
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TF9/10H10 (referred to as 10H10) , a mouse IgGl, is 
reactive with human TF without interference of TF/f actor 
Vila activity and was produced as described by Morrissey 
et al. (1988) . 

5 

The cell line MRC 0X7 (referred to as 0X7) was 
obtained from Dr. A. F. Williams (MRC Cellular Immunology 
Unit, University of Oxford, Oxford, England) . It 
secretes the 0X7 antibody, a mouse IgGl antibody that 
10 recognizes the Thy 1.1 antigen on T lymphocytes. It was 
used as an isotype matched negative control for 
TF9/10H10. 

All antibodies were purified from culture 
15 supernatant by protein G affinity chromatography. 

4. Synthesis of Bispecific Antibodies 

F(ab') 2 fragments were obtained by digesting their 
20 respective IgGs with 2% (w/v) pepsin for 5-9 hrs at 37 °C 
and purification of the fragments by Sephadex G100 
chromatography. Synthesis of the bispecific antibodies 
B21-2/10H10, SFR8/10H10 and B21-2/0X7 was carried out 
according to the method of Brennan et al . (1985) with 
25 minor modifications. 

The bispecific antibodies B21-2/10H10, SFR8/10H10, 
OX7/10H10 and B21-2/OX7 were synthesized according to the 
method of Brennan et al. (1985) with minor modifications. 

30 In brief, F(ab') 2 fragments were obtained from the IgG 

antibodies by digestion with pepsin and were purified to 
homogeneity by chromatography Sephadex G100. F(ab') 2 
fragments were reduced for 16 h at 2 0°C with 5mM 2- 
mercaptoethanol in 0.1 M sodium phosphate buffer, pH 6.8, 

35 containing 1 mM EDTA (PBSE buffer) and 9 mM NaAs0 2 . 
Ellman's reagent (ER) was added to give a final 
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concentration of 25 mM and, after 3 h at 20°C, the 
Ellraan' s-derivatized Fab' fragments (Fab' -ER) were 
separated from unreacted ER on columns of Sephadex G25 in 
PBSE. 

5 

To form the bispecif ic antibody, Fab' -ER derived 
from one antibody was concentrated to approximately .2 . 5 
mg/ml in an ultrafiltration cell and was reduced with 10 
mM 2-mercaptoethanol for 1 h at 20 °C. The resulting 

10 Fab'-SH was filtered through a column of Sephadex G25 in 
PBSE and was mixed with equal molar quantities of Fab'-ER 
prepared from the second antibody. The mixtures were 
concentrated by ultrafiltration to approximately 3 mg/ml 
and were stirred for 16 h at 20 °C. The products of the 

15 reaction were fractionated on columns of Sephadex G100 

and the fractions containing the bispecif ic antibody (110 
kDa) were concentrated to 1 mg/ml, and were stored at 4°C 
in 0.02% sodium azide. 

20 B. Results 

!• Analysis of Bispecific Antibodies 

The molecular weight of the F(ab') 2 fragments and 
25 bispecific preparations were determined by SDS-Page 
electrophoresis with 4-15% gradient gels using the 
Pharmacia LKB-Phast system (Pharmacia LKB, Piscataway, 
NJ) . Bispecif icity as well as the percentage of 
heterodimer vs homodimer was determined by FACS analysis 
3 0 (Example II) . 

Analysis of the bispecific antibodies by SDS-Page 
electrophoresis (and by FACS, Example II) demonstrated 
that the B21-2/10H10 bispecific contained less than 4% 
35 homodimer of either origin and < 10% fragments with a 

molecular weight of 140 kD or 55 kD. Approximately 10% 
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of the preparation consisted of 14 0 kD fragments, 
probably being a F(ab') 2 construct with an extra light 
chain (of either origin) attached. 

5 EXAMPLE II 

COAGULATING ANTIBODY BINDING AND FUNCTION IN VTr.RO 

The present example shows the bispecif icity of the 
coagulating antibody (coaguligand) and demonstrates that 
10 specific binding, cellular delivery and coagulation is 
achieved in vitro using the coaguligand, 

A« Materials and Methods 

15 1. Cells 

The A20 cell line, which is an I-A d positive BALB/c 
B-cell lymphoma, was purchased from the American Type 
Culture Collection (ATCC; Rockville, MD; TIB-208) . A20 

2 0 cells were grown in DMEM supplemented with 10% (v/v) 

fetal calf serum (FCS) , 0.2 mM L-glutamine, 200 units/ml 
penicillin and 100 /xg/ml streptomycin, 18 mM Hepes, 
0.1 mM non-essential amino acids mix and ImM sodium 
pyruvate (medium hereafter referred to as complete DMEM; 

25 all reagents obtained from Life Technologies, 

Gaitherburg, MD) . 2 -ME is added to complete DMEM to a 
final concentration of 0.064 mM for A20 cells. Cultures 
were maintained at 37°C in a humidified atmosphere of 90% 
air/10% C0 2 . 

30 

J82, a human gall bladder carcinoma expressing TF, 
was obtained from the ATCC (HTB-1) . The cells grew 
adherently in complete DMEM. 

35 The C1300 neuroblastoma cell line was established 

from a spontaneous tumor, which arose in an A/Jax mouse 
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(Dunham & Stewart, 1953) . The C13 00 (Miry) 12 line, 
hereafter referred to as C1300 (Miry) was derived by 
transfection of C13 00 neuroblastoma cells with the murine 
IFN--Y gene using the IFN-7 expression retrovirus pSVX 
5 (Muy AAs) (Watanabe et al . , 1989). The IFN-7 expression 
retrovirus was obtained from Dr. Y. Watanabe (Department 
of Molecular Microbiology, Kyoto University, Japan) . 

C1300 (Mu-y) 12 cells were maintained in Dulbecco's 
10 modified Eagle Medium (DMEM) supplemented with 10% (v/v) 
fetal calf serum (FCS) , 2.4 mM L-glutamine, 200 units/ml 
penicillin, 100 /xg/ml streptomycin, 100 /xM nonessential 
amino acids, 1 fiM sodium pyruvate, 18/xM HE PES and 1 mg/ml 
G418 (Geneticin; Sigma) . Cultures were maintained at 
15 37°C in a humidified atmosphere of 90% air/10% C0 2 . 

The Thy 1 . 1 -expressing AKR-A mouse T lymphoma cell 
line was obtained from Prof. Dr. I. MacLennan (Department 
of Experimental Pathology, Birmingham University, 
20 Birmingham, England) and were grown in complete DMEM. 

2 . Indirect immunofluorescence 

A20 cells were resuspended in PBS/0.2% BSA/0.02% 
25 Na-azide (hereafter referred to as FACS buffer) at 

4 x 10 6 cells/ml. J82 cells were released from the flask 
under mild conditions using PBS/EDTA (0.2 % w/v) and 
resuspended at 4 x 10 6 cells/ml in FACS buffer. 50 fil of 
cell suspension was added to 50 fil of optimal serial 
3 0 dilutions of the primary antibody in wells of a 

round-bottomed 96 well plate. After incubation at RT for 
15 min, the cells were washed with FACS buffer 3 times. 
After removing the final supernatant, 50 ill of the 
secondary antibody conjugated to fluorescein 
3 5 isothiocyanate (FITC) , in a 1 in 20 dilution in FACS 

buffer, was added to the cells. The cells were incubated 
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for a further 15 min at RT and washed 3 times with FACS 
buffer. Cell associated fluorescence was measured on a 
FACScan (Becton Dickenson, Fullerton, CA) . Data were 
analyzed using the Lysis II program. When FITC-anti-rat 
5 immunoglobulin was used as the secondary antibody, normal 
mouse serum (10% v/v) was added to block non-specific 
cross reactivity with the mouse cells . 

3 . Radio labeling of Proteins 

10 

Proteins were labeled with 125 Iodine according to 
the chloramine T protocol described by Mason & Williams 
(1980), (protocol 2). The iodinated product was purified 
on G25 and stored at - 70 °C in the presence of 5% DMSO 
15 and 5 mg/ml bovine IgG in the case of the monoclonal 

fragments and 5% DMSO and 5 mg/ml BSA in the case of tTF. 
Specific activity ranged between 2.5 pCi/pg and 
4.8 pCi/pg. 

20 4. Binding studies 

Human tTF was labelled with 125 I to a specific 
activity of 2.5-4.8 pCi/pg using the chloramine T 
procedure (Protocol 2) described by Mason and Williams 

25 (1980) . A suspension of A20 cells at 2 x 10 6 cells/ml in 
PBS containing 2 mg/ml BSA and 0.02% sodium azide was 
distributed in 50 pi volumes into the wells of 96 well 
round-bottomed microtiter plates. To the wells were 
added 25 pi of bispecific antibodies prepared over a 

30 range of concentrations (8 to 0.02 pg/ml) in the same 
buffer. 

25 pi of 125 I -tTF at 8 pg/ml in the same buffer were 
added to each well, giving a molar excess of tTF. The 
35 plates were shaken and incubated for 1 hr at 4°C. The 
cells were then washed 3x in the plates with 0.9% (w/v) 
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NaCl containing 2 mg/ml BSA. The contents of the wells 
were pipetted over a 10:11 (v/v) mixture of dibutyl 
phthalate and bis (2-ethylhexyl) phthalate oils in 
microcentrifuge tubes. The tubes were centrifuged for 
5 1.5 min at 7500 g and were snap frozen in liquid 

nitrogen. The tips containing the cells were cut off. 
The radioactivity in the cell pellet and in the 
supernatant was measured in a gamma counter. 

10 5 . Coagulation Assay 

An identical microplate to that used for the binding 
assay above was set up on the same occasion, except that 
non- labelled tTF was added instead of 125 I-tTF. After 

15 the Ih incubation at 4°C, the cells were washed 3x as 
before and were resuspended in 75 /il of 0.9% NaCl 
containing 2 mg/ml BSA and 12.5 mM CaCl 2 . The contents 
of the wells were transferred to 5 ml clear plastic tubes 
and were warmed to 37°C. To each tube was added 3 0 /il of 

20 citrated mouse plasma at 37°C. The time for the first 
fibrin strands to form was recorded. 

B. Results 

25 1 • Antibody Bispecif icity 

For SFR8/10H10 bispecif icity was shown by FACS using 
J82 cells (TF positive) as target cells and 
FITC-anti -mouse immunoglobulin to demonstrate 10H10 
30 presence. FITC-anti-rat immunoglobulin was used to 

demonstrate the presence of SFR8 . The mean fluorescence 
intensity- versus- concentration curves were coincident for 
both stains, demonstrating that both the mouse and the 
rat arm are present in the bispecif ic preparation. 

35 
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2 . Antibody Binding 

Binding studies with 125 Iodine labeled B21-2 Fab' 
and SFR8 Fab' showed that the concentration at which 
5 saturation of binding of B21-2 Fab' to A20 cells is 

reached is 21.5 nM. The SFR8 Fab' bound non-specif ically 
to A2 0 cells, with the number of molecules bound per cell 
being less than 50,000 at 21.5 nM versus 530,000 for 
B21-2 Fab' . 

10 

3 . Coagulant Delivery and Tethering 

To study the capability of bridging tTF to A20 cells 
through the B21-2/10H10 bispecific antibody as compared 

15 to the control bispecific antibodies, A20 cells were 
incubated with bispecific antibody and a 125 I-tTF 
concentration range as indicated. Saturation was 
attained at concentrations of bispecific antibody of 10 
nM (1 /xg/ml) or more, when an average of 310,000 

20 molecules of tTF were bound to each A20 cell. The 

binding was specific since no tTF binding was mediated by 
either of the isotype -matched control bispecific 
antibodies, SFR8/10H10 or B21-2/OX7, which had only one 
of the two specificities needed for tethering tTF 

25 (FIG. 1) . 

4 . Coagulation 

To investigate whether tTF bound to A20 cells 
30 through a bispecific antibody was able to induce 

coagulation, the inventors first incubated A20 cells with 
21.5 nM bispecific antibody and 69 nM tTF. The resulting 
effect on the coagulation time is shown in Table VII. 
These first studies showed that A20 cells coated with a 
35 complex of B21-2/10H10 and tTF were capable of inducing 
fibrin formation: it shortened coagulation time from 
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140 sec (the time for mouse plasma in CaCl 2 to coagulate 
in the absence of added antibodies or TF under the 
specific conditions used) to 60 sec. In contrast, the 
control bispecific antibodies did not induce activation 
5 of coagulation: in these cases coagulation time was 
140 sec. 

Later studies confirmed and extended the initial 
results. Mouse plasma added to A20 cells to which tTF 

10 had been tethered with B21-2/10H10 coagulated rapidly. 

Fibrin strands were visible 36 seconds after adding the 
plasma as compared with 164 seconds in plasma added to 
untreated A2 0 cells (Table VII) . Only when tTF had been 
tethered to the cells was coagulation induced: no effect 

15 on coagulation time was seen with cells incubated with of 
tTF alone, homodimeric F(ab 7 ) 2 # Fab' fragments or 
bispecific antibodies having only one of the two 
specificities needed for tethering tTF. 

20 A linear relationship existed between the logarithm 

of the average number of tTF molecules tethered to each 
A20 cell and the rapidity with which those cells induced 
coagulation of mouse plasma (FIG. 2) . Cells bearing 
300,000 molecules of tTF per cell induced coagulation in 

25 40 sees but even with 20,000 molecules per cell 

coagulation was significantly faster (140 sees) than it 
was with untreated cells (190 sees) . 
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Table VII. Coagulation of mouse plasma induced by- 
tethering tTF to A20 cells with bispecific antibody. 

Reagents added 1 Coagulation time 2 (sec) 



None 


164 




4 


B21-2/10H10 + tTF 


36 


± 


2 


B21-2/10H10 


163 


± 


2 


tTF 


163 


± 


3 


B21- 2/0X7 + tTF 


165 


± 


4 


SFR8/10H10 + tTF 


154 


± 


5 


10H10 F (ab' ) 2 + tTF 


160 


± 


3 


10H10 Fab' + tTF 


162 


± 


2 


B21-2 F{ab' ) 2 + tTF 


168 


± 


4 


B21-2 Fab' + tTF 


165 


± 


4 



15 

bispecific antibodies F(ab') 2 and Fab' fragments 
(0.33 /ig/10 5 cells/100 /xl) and tTF (0.17 
/*g/l0 5 cells/l00 /xl) were incubated with A20 cells 
for lh at 4°C in 0.2% w/v sodium azide. The cells 
20 were washed, warmed to 37 °C, calcium and plasma were 

added and the time for the first fibrin strands to 
form was recorded. 

2 Arithmetic mean of triplicate determinations 
25 + standard deviation 
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EXAMPLE III 

SPECIFIC TUMOR VASCULATURE SPECIFIC COAGULATION IN VIVO 

The present example describes the specific 
5 coagulation of tumor vasculature in vivo that results 
following the administration of the bispecific antibody 
coaguligand as a delivery vehicle for human tissue 
factor. 

10 A. Materials and Methods 



1 . Reagents 

Mouse blood was obtained by heartpuncture and 
15 collected in 1/10 volume of 3.8% buffered citrate. The 
blood was centrifuged for 10 min at 3 000g and the plasma 
snap frozen in small aliquot s and stored at - 70 °C. 

2 . Animals 

20 

BALB/c nu/nu mice were obtained from Simonsen 
(Gilroy, CA) and maintained under SPF conditions. 

3 . C1300 (Muv) Mouse Model and Treatment 

25 

The tumor model was as previously described (Burrows 
et al., 1992; Burrows & Thorpe, 1993) with three 
refinements. First, a different antibody, B21-2, was 
used. This antibody recognizes I-A d but not I-E d , unlike 

30 the previously used M5/114 antibody which recognizes both 
molecules. The B21-2 antibody has an approximately 10- 
fold better affinity than M5/114. Second, a subline of 
the previously used C1300(Mu7)12 line was used which grew 
continuously in BALB/c nu/nu mice. The C1300 (Muy) 12 

35 cells used previously had to be mixed with untransf ected 
C1300 cells in order to form continuously growing tumors. 
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The new subline, designated C1300 (Mu-y) tlP3, will be 
referred to hereafter as C1300(Muy). Third, it was 
unnecessary to add tetracycline to the mice's drinking 
water to prevent gut bacteria from inducing I-A d on the 
5 gastrointestinal epithelium. Unlike immunotoxins , 

coaguligands do not damage I -A d - expressing intestinal 
epithelium. 

For establishment of solid tumors, 1.5 x 10 7 C1300 
10 (Muy) cells were injected subcutaneously into the right 

anterior flank of BALB/c nu/nu mice. When the tumors had 
grown to 0 . 8 cm in diameter, mice were randomly assigned 
to different treatment groups each containing 7-8 mice. 

15 Coaguligands were prepared by mixing bispecific 

antibodies (140 fig) and tTF (110 fig) in a total volume of 
2.5 ml of 0.9% NaCl and leaving them at 4°C for one hour. 
Mice then received intravenous injections of 0.25 ml of 
this mixture (i.e. 14 fig of bispecific antibody plus 11 

20 fig of tTF) . Other mice received 14 fig of bispecific 

antibodies or 11 fig of tTF alone. The injections were 
performed slowly into one of the tail veins over 
approximately 45 sec and were followed with a second 
injection of 200 fil of saline into the same vein. This 

25 injection procedure was adopted to prevent thrombosis of 
the tail vein which was seen if mice were rapidly 
injected (1-2 sec) . Seven days later, the treatments 
were repeated. 

30 Perpendicular tumor diameters were measured at 

regular intervals and tumor volumes were estimated 
according to the following equation: 

volume - smaller diameter 2 x larger diameter x 7r/6 

35 
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Differences in tumor volume were tested for 
statistical significance using the Mann-Whitney-Wilcoxon 
nonparametric test for two independent samples (Gibbons, 
1976) . 

5 

For histopathological analyses, animals were 
anesthetized with metophane at various times after 
treatment and were exsanguinated by perfusion with 
heparinized saline. 500 IU of heparin were i.v. 
10 injected, the animal anesthetized with metofane and the 
systemic circulation perfused with PBS at a flow rate of 

0. 6 mls/min until the liver had been cleared of blood. 
The tumor and normal tissues were excised and formalin 
fixed (4% v/v) . Paraffin sections of the tissues were 

15 cut and stained with the standard Martius Scarlet Blue 
(MSB) trichrome technique for detection of fibrin, and 
with hematoxylin and eosin stain for cell morphology. 

B. Results 

20 

1 . Improved Tumor Model 

To improve the C1300 (Mu-y) tumor model as described 
before (Burrows et al . , 1992), the inventors subcloned 

25 the C1300 (Muy) cell line into a cell line that can grow 
without being mixed with its parental cell, C1300, but 
still express the I-A d MHC Class II antigen on the 
endothelial cells of the tumor. The inventors used an 
anti-I-A d antibody (B21-2) that has a 5-10 fold higher 

30 affinity for its antigen than the initial anti-I-A d 

antibody (M5/114 . 15 .2) used in this model as determined 
by FACS. In vivo distribution studies with this new 
anti-I-A a antibody showed the same tissue distribution 
pattern as did M5/114.15.2. Intense staining with B21-2 

35 was seen in tumor vascular endothelium, light to moderate 
staining in Kuppfer cells in the liver, the marginal 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PCT7US95/07439 



- 170 - 

zones in the spleen and some areas in the small and large 
intestines. Vessels in other normal tissues were 
unstained. 



5 2 . Determination of Suitable In Vivo Doses 

The maximum tolerated dose was 16 fig B21-2/10H10 
plus 11 fig tTF injected intravenously into the tail vein 
of mice. At this dose, mice lost no weight and had 

10 normal appearance and activity levels. At a higher dose 
of 20 fig B21-2/10H10 plus 16 fig tTF, two of ten mice 
developed localized dermal hemorrhages which eventually 
resolved. The lower dose was adopted for in vivo 
studies. Truncated TF itself was not toxic at 50 fig, 

15 given intravenously. 



3 . Specific Coagulation and Infarction in Tumor 
Va s cul a tur e 



20 Intravenous administration of a coaguligand composed 

of B21-2/10H10 (20 fig) and tTF (16 fig) to mice bearing 
solid C13 00 (Muy) tumors caused tumors to assume a 
blackened, bruised appearance within 30 minutes. A 
histological study of the time course of events within 

25 the tumor revealed that 3 0 minutes after injection of 

coaguligand all vessels in all regions of the tumor were 
thrombosed (FIG. 3B) . Vessels contained platelet 
aggregates, packed red cells and fibrin. At this time, 
tumor-cells were healthy, being indistinguishable 

3 0 morphologically from tumor cells in untreated mice (FIG. 
3A) . 



By 4 hours, signs of tumor cell distress were 
evident. The majority of tumor cells had begun to 
35 separate from one another and had developed pyknotic 

nuclei (FIG. 3C) . Erythrocytes were commonly observed in 
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the tumor interstitium. By 24 hours, advanced tumor 
necrosis was visible throughout the tumor (FIG. 3D) . By 
72 hours, the entire central region of the tumor had 
compacted into morphologically indistinct debris. 

In one of three of the tumors examined, a viable rim 
of tumor cells 5-10 cell layers thick was visible on the 
outskirts of the tumor where it was infiltrating into 
surrounding normal tissues. Immunohistochemical 
examination of serial sections of the same tumor revealed 
that the vessels in the regions of tumor infiltration 
lacked class II antigens. 

Tumors from control mice which had received B21- 
2/10H10 bispecific antibody (20 fig) alone 30 minutes or 
24 hours earlier showed no signs of infarction. Tumors 
from mice which received tTF (16 /zg) , alone or in 
combination with B21-2/OX7 or SFR8/10H10, showed no signs 
of infarction 30 min after injection but 24 hours after 
injection, occasional vessels (about 20% of vessels 
overall) in the tumor were infarcted. These appeared to 
be most prevalent in the core of the tumor. 



No thrombi or morphological abnormalities were 
visible in paraffin sections of liver, kidney, lung, 
intestine, heart, brain, adrenals, pancreas and spleen 
taken from tumor-bearing mice 3 0 minutes, 4 hours and 24 
hours after, administration of coaguligand or tTF. 

4 * Tumor Regressions of Solid Tumors 

FIG. 4 shows the results of a representative anti- 
tumor study in which a coaguligand composed of B21- 
2/10H10 and tTF was administered to mice with 0 . 8 cm 
diameter tumors. The tumors regressed to approximately 
half their pretreatment size. Repeating the treatment on 
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the 7th day caused the tumors to regress further, usually 
completely. In 5/7 animals, complete regressions were 
obtained. Two of the mice subsequently relapsed four and 
six months later. These ant i- tumor effects are 
5 statistically highly significant (P < 0.001) when 
compared with all other groups. 

Tumors in mice treated with tTF alone or with tTF 
mixed with the isotype-matched control bispecific 

10 antibodies, SFR8/10H10 or B21-2/0X7, grew more slowly 
than those in groups receiving antibodies or diluent 
alone. These differences were statistically significant 
(P < 0.05). on days 12-14. Thus, part of the anti-tumor 
effects seen with the B21-2/10H10 coaguligand are 

15 attributable to a slight non-specific action of tTF 
itself. 

At the end of the study, two mice which had been 
treated with diluent alone and which had very large 
20 tumors of 2.0 cm 3 and 2.7 cm 3 (i.e. 10-15% of their body 
weight) were given coaguligand therapy. Both had 
complete remissions although their tumors later regrew at 
the original site of tumor growth. 

25 C . Discussion 

The present studies show that soluble human tTF, 
possessing practically no ability to induce coagulation, 
became a powerful thrombogen for tumor vasculature when 
3 0 targeted by means of a bispecific antibody to tumor 

endothelial cells. In vitro coagulation studies showed 
that the restoration of thrombotic activity of tTF is 
mediated through its cross-linking to antigens on the 
cell surface. 

35 
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tTF binds factors VII and Vila with high affinity 
and enhances the catalytic activity of Vila but does not 
induce coagulation of plasma because the tTF: Vila complex 
has to be associated with a membrane surface for 
5 efficient activation of factors IX and X (Ruf et al. f 

1991; Krishnaswamy et al., 1992). Tethering of tTF:VIIa 
to the cell surface by means of a bispecific antibody 
restores its ability to induce coagulation by bringing 
the tTF: Vila into close proximity to the membrane: the 
10 membrane phospholipid provides the surface on which the 

coagulation- initiation complexes with factors IX or X can 
assemble and efficiently produce intermediates in the 
clotting process. 

15 Administration of a coaguligand directed against 

class II to mice having tumors with class II-expressing 
vasculature caused rapid thrombosis of blood vessels 
throughout the tumor. This was followed by infarction of 
the tumor and complete tumor regressions in a majority of 

20 animals. In those animals where complete regressions 

were not obtained, the tumors grew back from a surviving 
rim of tumor cells on the periphery of the tumor where it 
had infiltrated into the surrounding normal tissues. The 
vessels at the growing edge of the tumor lacked class II 

25 antigens, thus explaining the lack of thrombosis of these 
vessels by the coaguligand. It is likely that these 
surviving cells would have been killed by coadministering 
a drug acting on the tumor cells themselves, as was found 
previously (Burrows & Thorpe, 1993) . 

30 

The ant i- tumor effects of the coaguligand were 
similar in magnitude to those obtained in the same tumor 
model with an immunotoxin composed of ant i- class II 
antibody and deglycosylated ricin A-chain (Burrows & 
35 Thorpe, 1993) . One difference between the two agents is 
their rapidity of action. The coaguligand induced 
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thrombosis of tumor vessels in less than 3 0 minutes 
whereas the immunotoxin took 6 hours to achieve the same 
effect. The immunotoxin acts more slowly because 
thrombosis is secondary to endothelial cell damage caused 
5 by the shutting down of protein syntheses. 

A second and important difference between the 
immunotoxin and the coaguligand is that they have 
different toxic side effects. The immunotoxin caused a 

10 lethal destruction of class II -expressing 

gastrointestinal epithelium unless antibiotics were given 
to suppress class II induction by intestinal bacteria. 
The coaguligand caused no gastrointestinal damage, as 
expected because of the absence of clotting factors 

15 outside of the blood, but caused coagulopathies in 
occasional mice when administered at high dosage. 

The findings described in this report demonstrate 
the therapeutic potential of targeting human coagulation- 

2 0 inducing proteins to tumor vasculature. For clinical 

application, antibodies or other ligands are needed that 
bind to molecules that are present on the surface of 
vascular endothelial cells in solid tumors but absent 
from endothelial cells in normal tissues. Tumor 

25 endothelial markers could be induced directly by tumor- 
derived angiogenesis factors (Folkman, 1985) or cytokines 
(Burrows et al., 1991; Ruco et al., 1990), or could 
relate to the rapid proliferation (Denekamp & Hobson, 
1982) and migration (Folkman, 1985) of endothelial cells 

30 during neovascularization. 

Several candidate antibodies have been described. 
The antibody TEC-11, against endoglin is a particular 
example that binds selectively to human tumor endothelial 
35 cells. 
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Other antibodies include FB5, against endosialin 
(Rettig et al., 1992), E-9, against an endoglin-like 
molecule (Wang et al., 1993), BC-1, against a fibronectin 
isoform (Carnemolla et al., 1989) and TP-1 and TP-3, 
5 against an osteosarcoma-related antigen (Bruland et al., 
1988) . CD34 has been reported to be upregulated on 
migrating endothelial cells and on the abluminal 
processes of budding capillaries in tumors and fetal 
tissues (Schlingemann et al., 1990). The receptors for 
10 vascular endothelial cell growth factor (VEGF) become 

upregulated in tumor blood vessels (Plate et al., 1993; 
Brown et al., 1993) probably in response to hypoxia 
(Thieme et al., 1995), and selectively concentrate VEGF 
in tumor vessels (Dvorak et al., 1991). 

15 

The induction of tumor infarction by targeting 
coagulation- inducing proteins to these and other tumor 
endothelial cell markers is proposed as a valuable new 
approach to the treatment of solid tumors. The coupling 
20 of human (or humanized) antibodies to human coagulation 
proteins to produce wholly human coaguligands is 
particularly contemplated, thus permitting repeated 
courses of treatment to be given to combat both the 
primary tumor and its metastases. 

25 



EXAMPLE IV 

SYNTHESIS OF TRUNCATED TISSUE FACTOR (tTF) CONSTRUCTS 

tTF is herein designated as the extracellular domain 
of the mature tissue factor protein (amino acid 1-219 of 
the mature protein; SEQ ID NO: 23) . SEQ ID NO: 23 is 
encoded by, e.g., SEQ ID NO: 22. 
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A. SgltTPl 

H 6 Ala Met Ala ttTF] . The tTF complimentary DNA 
(cDNA) was prepared as follows: RNA from J-82 cells 
5 (human bladder carcinoma) was used for the cloning of 
tTF. Total RNA was isolated using the GlassMax™ RNA 
microisolation reagent (Gibco BRL) . The RNA was reverse 
transcribed to cDNA using the GeneAmp RNA PCR kit (Perkin 
Elmer) . tTF cDNA was amplified using the same kit with 
10 the following two primers: 

5' primer: 5' GTC ATG CCA TGG C CT CAG GCA CTA CAA 
(SEQ ID NO:l) 

15 3' Primer: 5' TGA CAA GCT T AT TCT CTG AAT TCC CCC TTT CT 
(SEQ ID NO:2) 

The underlined sequences codes for the N-terminus of 
tTF. The rest of the sequence in the 5 ' primer is the 

20 restriction site for Ncol allowing the cloning of tTF 
into the expression vector. The sequence in the 3' 
primer is the Hindi I I site for cloning tTF into the 
expression vector. PCR amplification was performed as 
suggested by the manufacturer. Briefly, 75 jxM dNTP; 0.6 

25 fiM primer, 1 . 5 mM MgCl 2 were used and 30 cycles of 30" at 
95°C / 30" at 55°C and 30" at 72°C were performed. 

The E. coli expression vector K s pQE-60 was used for 
expressing tTF (Lee et al., 1994). The PCR amplified tTF 
3 0 cDNA was inserted between the Ncol and Hind3 site. 

pQE-60 has a built-in (His) 6 encoding sequence such that 
the expressed protein has the sequence of (His) 6 at the N 
terminus, which can be purified on a Ni-NTA column. 

35 To purify tTF, tTF containing H 6 pQE-60 DNA was 

transformed to E. coli TG-1 cells. The cells were grown 
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to OD 600 = 0.5 and IPTG was added to 30 /zM to induce the 
tTF production. The cells were harvested after shaking 
for 18 h at 3 0°C. The cell pellet was denatured in 6 M 
Gu-HCl and the lysate was loaded onto a Ni-NTA column 
5 (Qiagen) . The bound tTF was washed with 6 M urea and tTF 
was refolded with a gradient of 6 M - 1 M urea at room 
temperature for 16 h. The column was washed with wash 
buffer (0.05 Na H 2 P0 4 , 0.3 M Nacl, 10% glycerol) and tTF 
was eluted with 0.2 M Imidozole in wash buffer. The 
10 eluted tTF was concentrated and loaded onto a G-75 
column. tTF monomers were collected. 

B. tTF 



15 GlyttTF]. The GlytTF complimentary DNA (cDNA) was 

prepared the same way as described in the previous 
section except the 5' primer was replaced by the 
following primer in the PCR. 

2 0 5' primer: 5' GTC ATG CCA TGG CCC TGG TGC CTC GTG C TT CTG 

GCA CTA CAA ATA CT (SEQ ID NO: 3) 

The underlined sequence codes for the N-terminus of 
tTF . The remaining sequence encodes a restriction site 
25 for Ncol and a cleavage site for thrombin. 

The H 6 pQE60 expression vector and the procedure for 
protein purification is identical to that described above 
except that the final protein product was treated with 

3 0 thrombin to remove the H 6 peptide. This was done by 

adding 1 part of thrombin (Sigma) to 500 parts of tTF 
(w/w) , and the cleavage was carried out at room 
temperature for 18 h. Thrombin was removed from tTF by 
passage of the mixture through a Benzamidine Sepharose 6B 
35 thrombin affinity column (Pharmacia) . 
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C. Cvsteine-modif ied tTFS 

tTF constructs were modified with an N or C-terminal 
cysteine to allow for easier conjugation to derivatized 
5 antibody through a disulfide bond. 



H 6 CttTF] . (His) 6 Ala Met Ala Cys- [tTF] . The DNA 
was made as described in the previous section except that 
the 5' primer was replaced by the following primer in the 
10 PCR. 



5' primer: 5 ' GTC ATG CCA TGG CC T GCT CAG GCA CTA CAA ATA 

CTG TG (SEQ ID NO:4) 

15 All of the procedures were the same as described 

above, except the N- terminal cys was protected with an 
exchangeable oxidizing/reducing reagent. 

C [tTF] . Gly Ser Cys [tTF2-219] . The DNA was made 
20 as described in the previous section except that the 5' 
primer was replaced by the following primer in the PCR. 

5' primer: 5' GTC ATG CCA TGG CCC TGG TGC CTC GTG GTT CTT 

GCG GCA CTA CAA ATA CT (SEQ ID NO: 5) 

25 

The vector construct and protein purification is the 
same as described for the (His) 6 Ala Met Ala Cys [tTF] 
construct, except that thrombin treatment was used to 
remove the (His) 6 as described above. 

30 
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H 6 [tTF] C . (His) 6 Ala Met Ala [tTF] Cys . The DNA 
was made the same way as described in the (His) 6 AMA 
[tTF] sections, except that the 3' primer was replaced by 
the following primer. 

5 

3 ' primer : 5 ' TGA CAA GCT TAG C AT TCT CTG AAT TCC CCC TTT CT 
(SEQ ID NO: 6) 

The underlined sequence encodes the C-terminus of 
10 tTF. The rest of the sequence contains the Hindlll 

restriction site for cloning tTF in to the expression 
vector. 

All of the procedures are the same as described in 
15 the tTF section except that 10 mM /3-ME was used in the 6 
M Gu-HCl denaturing solution and the C-terminal cysteine 
was protected with an exchangeable oxidizing/reducing 
reagent . 

20 Other [tTF] Cys monomers, such as [tTF 1-220] Cys, 

[tTF 1-221] Cys and [tTF 1-222] Cys are also made (and 
conjugated) using the same methodology. 

D. C Linker TtTFl 

25 

The C Linker [tTF], Gly-Ser-Cys- (Gly) 4 -Ser- (Gly) 4 - 
Ser- (Gly) 4 -Ser- [tTF] , was also constructed. The cDNA was 
made using a two step PCR procedure as follows: 

30 PCR 1: amplification of linker DNA 

cDNA encoding the Ncol site, the thrombin cleavage 
site, cysteine, linker and the N- terminus of tTF was 
amplified using the following primers: 

35 
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5' primer: 5' GTC ATG CCA TGG CCC TGG TGC CTC GTG GTT GCG 

GA GGC GGT GGA TCA GGC {SEQ ID NO: 7) 

3' primer: 5' AGT ATT TGT AGT GCC TGA GGA TCC GCC ACC TCC 
5 ACT (SEQ ID NO: 8) 

The underlined sequences encode the linker peptide. 
The DNA template used in the PCR was double strand DNA 
encoding the following linker, 

10 

Sequence: GGA GGC GGT GGA TCA GGC GGT GGA GGT AGT GGA GGT 

GGC GGA TCC (SEQ ID NO: 9) 

The same PCR conditions were used as described in 
15 the tTF section. The 95 b.p. amplified product was 
linked to tTF DNA in the PCR2 . 

PCR 2: Linking the Cys- linker DNA to tTF DNA. DNA 
templates used in the PCR were two overlapping DNA: The 
20 95 b.p. DNA from PCR 1 as described above and tTF DNA. 
The primers used were the following: 

5' primer: 5' GTC ATG CCA TGG CCC TG (SEQ ID NO: 10) 

25 3' primer: 5' TGA CAA GCT TAT TCT CTG AAT TCC CCC TTT CT 

(SEQ ID NO: 11) 

The final PCR product of 740 b.p. was digested with 
Ncol and Hindlll and inserted into the H 6 pQE 60 as 
3 0 described in the tTF section. 

The vector constructs and protein purification 
procedures are all the same as described in the C [tTF] 
section. 

35 
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EXAMPLE V 
SYNTHESIS OF DIMERIC TISSUE FACTOR 

The inventors' reasoned that tissue factor dimers 
5 may be more potent than monomers at initiating 

coagulation. It is possible that native tissue factor on 
the surface of J82 bladder carcinoma cells may exist as a 
dimer (Fair et al . , 1987) . The binding of one factor VII 
or Vila molecule to one tissue factor molecule may also 

10 facilitate the binding of another factor VII or Vila to 
another tissue factor (Fair et al . , 1987; Bach et al . , 
1986) . Furthermore, tissue factor shows structural 
homology to members of the cytokine receptor family 
(Edgington et al . , 1991) some of which dimerize to form 

15 active receptors (Davies and Wlodawer, 1995) . The 

inventors therefore synthesized TF dimers, as follows. 

A. TtTFl Linker TtTFl . 

20 The Gly [tTF] Linker [tTF] with the structure 

Gly [tTF] (Gly) 4 Ser (Gly) 4 Ser (Gly) 4 Ser [tTF] was made. 
Two pieces of DNA were PCR amplified separately and were 
ligated and inserted into the vector as follows: 

25 PCR 1: Preparation of tTF and the 5' half of the 

linker DNA. The primer sequences in the PCR are as 
follows : 

5' primer: 5' GTC ATG CCA TGG CCC TGG TGC CTC GTG GTT CTT 
30 GCG GCA CTA CAA ATA CT (SEQ ID NO: 12) 

3' primer: 5' CGC GGA TCC ACC GCC ACC AGA TCC ACC GCC TCC 

TTC TCT GAA TTC CCC TTT CT (SEQ ID NO: 13) 

35 Gly [tTF] DNA was used as the DNA template. Further 

PCR conditions were as described in the tTF section. 
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PCR 2: Preparation of the 3' half of the linker DNA 
and tTF DNA. The primer sequences in the PCR were as 
follows : 

5' primer: 5' CGC GGA TCC GGC GGT GGA GGC TCT TCA GGC ACT 

ACA AAT ACT GT (SEQ ID NO: 14) 

3' primer: 5' TGA CAA GCT TAT TCT CTG AAT TCC CCT TTC T 
(SEQ ID NO: 15) 



tTF DNA was used as the template in the PCR. The 
product from PCR 1 was digested with Ncol and BamH. The 
product from PCR 2 was digested with Hindi I I and BamHl. 
The digested PCR1 and PCR2 DNA were ligated with Ncol and 
15 Hindlll-digested H 6 pQE 60 DNA. 

For the vector constructs and protein purification, 
the procedures were the same as described in the Gly 
[tTF] section. 



B- Cvs TtTFl Linker ftTFl 



The Cys [tTF] Linker [tTF] with the structure Ser 
Gly Cys [tTF 2-219] (Gly) 4 Ser (61y) 4 Ser (Gly) 4 Ser [tTF] 
25 was also constructed. DNA was made by PCR using the 
following primers were used: 

5' primer: 5' GTC ATG CCA TGG CCC TGG TGC CTC GTG GTT CTT 

GCG GCA CTA CAA ATA CT (SEQ ID NO: 16) 

30 

3' primer: 5' TGA CAA GCT TAT TCT CTG AAT TCC CCT TTC T 
(SEQ ID NO: 17) 

[tTF] linker [tTF] DNA was used as the template. 
35 The remaining PCR conditions were the same as described 
in the tTF section. The vector constructs and protein 
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purification were all as described in the purification of 
H 6 C[tTF] . 

C. CtTF] Linker [bTFlcvs 

5 

The [tTF] Linker [tTF] cys dimer with the protein 
structure [tTF] (Gly) 4 Ser (Gly) 4 Ser (Gly) 4 Ser [tTF] 
Cys was also made. The DNA was made by PCR using the 
following primers: 

5' primer: 5' GTC ATG CCA TGG CCC TGG TGC CTC GTG GTT GCA 

CTA CAA ATA CT (SEQ ID NO: 18) 

3' primer :5 f TGA CAA GCT TAG CAT TCT CTG AAT TCC CCT TTC T 
15 (SEQ ID NO: 19) . 

[tTF] linker [tTF] DNA was used as the template. 
The remaining PCR conditions were the same as described 
in the tTF section. The vector constructs and protein 
20 purification were again performed as described in the 
purification of [tTF] cys section. 

D. Chemically Conjugated Dimer s 

25 [tTF] Cys monomer are conjugated chemically to form 

[tTF] Cys-Cys [tTF] dimers . This is done by adding an 
equal molar amount of DTT to the protected [tTF] Cys at 
room temperature for 1 hr to deprotect and expose the 
cysteine at the C-terminus of [tTF] Cys. An equal molar 

30 amount of protected [tTF] Cys is added to the DTT/ [tTF] 
Cys mixture and the incubation is continued for 18 h at 
room temperature. The dimers are purified on a G-75 gel 
filtration column. 

35 The Cys [tTF] monomer is conjugated chemically to 

form dimers using the same method. 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PCTYUS95/07439 



- 184 - 

EXAMPLE VI 
SYNTHESIS OF TISSUE FACTOR MUTANTS 

Two tTF mutants are described that lack the capacity 
5 to convert tTF-bound factor VII to factor Vila. There is 
300-fold less factor Vila in the plasma compared with 
factor VII (Morrissey et al., 1993). Therefore, 
circulating mutant tTF should be less able to initiate 
coagulation and hence exhibit very low toxicity. In 
10 coaguligands, once the mutant tTF has localized through 

the attached antibody to the tumor site, Factor Vila will 
be injected to exchange with the tTF-bound Factor VII. 
The mutants are active in the presence of factor Vila. 

15 A. [tTF] G164A 

The " [tTF] G164A" has the mutant protein structure 
with the amino acid 164 (Gly) of tTF being replaced by 
Ala. The Chameleon double -stranded site directed 
20 mutagenesis kit (Stratagene) is used for generating the 
mutant. The DNA template is Gly [tTF] DNA and the 
sequence of the mutagenizing primer is: 

5' CAA GTT CAG CCA AGA AAAC (SEQ ID NO:20) 

25 

The vector constructs and protein purification 
procedures described above are used in the purification 
of Gly [tTF]. 

3 0 B. [tTF] W158R S162A 

The [tTF]W158R S162A is a double mutant in which 
amino acid 158 (Trp) of tTF is replaced by Arg and amino 
acid 162 (Ser) is replaced by Ala. The same mutagenizing 
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method is used as described for [tTF] G164A. The 
nvutagenizing primer is : 

5' ACA CTT TAT TAT CGG AAA TCT TCA GCT TCA GGA AAG 
5 (SEQ ID NO: 21) 

The foregoing vector constructs and protein 
purification procedures are used for purifying Gly [tTF] . 

10 EXAMPLE VII 

SYNTHESIS OF TISSUE FACTOR CONJUGATES 

A. Chemica l Derivatization and Antibody Conjugation 

15 Antibody tTF conjugates were synthesized by the 

linkage of chemically derivatized antibody to chemically 
derivatized tTF via a disulfide bond (as exemplified in 
FIG. 5) . 

20 Antibody was reacted with a 5- fold molar excess of 

succinimidyl oxycarbonyl-a-methyl a- (2- 
pyridyldithio) toluene (SMPT) for 1 hour at room 
temperature to yield a derivatized antibody with an 
average of 2 pyridyldisulphide groups per antibody 

25 molecule. Derivatized antibody was purified by gel 
permeation chromatography. 

A 2. 5- fold molar excess of tTF over antibody was 
reacted with a 45 -fold molar excess of 2-iminothiolane 
3 0 (2 IT) for 1 hour at room temperature to yield tTF with an 
average of 1.5 sulfhydryl groups per tTF molecule. 
Derivatized tTF was also purified by gel permeation 
chromatography and immediately mixed with the derivatized 
antibody. 

35 
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The mixture was left to react for 72 hours at room 
temperature and then applied to a Sephacryl S-300 column 
to separate the antibody- tTF conjugate from free tTF and 
released pyridine -2 -thione . The conjugate was separated 
5 from free antibody by affinity chromatography on a anti- 
tTF column. The predominant molecular species of the 
final conjugate product was the singly substituted 
antibody-tTF conjugate (Mr approx. 176,000) with lesser 
amounts of multiply substituted conjugates (Mr > approx. 
10 202,000) as assessed by SDS-PAGE. 

B. Conjugation of Cvsteine-Modif ied tTF to Derivatized 
Antibody 

15 Antibody-C[TF] and [tTF] C conjugates were 

synthesized by direct coupling of cysteine-modif ied tTF 
to chemically derivatized antibody via a disulfide bond 
(as exemplified in FIG. 5) . 

20 Antibody was reacted with a 12 -fold molar excess of 

2IT for 1 hour at room temperature to yield derivatized 
antibody with an average of 1.5 sulfhydryl groups per 
antibody molecule. Derivatized antibody was purified by 
gel permeation chromatography and immediately mixed with 

25 a 2- fold molar excess of cysteine-modif ied tTF. The 
mixture was left to react for 24 hours at room 
temperature and then the conjugate was purified by gel 
permeation and affinity chromatography as described 
above . 

30 

The predominant molecular species of the final 
conjugate was the singly substituted conjugate (Mr 
approx. 176,000) with lesser amounts of multiple 
substituted conjugates (Mr > approx. 202,000) 'as assessed 
3 5 by SDS-PAGE. 
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c * Conjugation of Cysteine-Modified tTF to Fab ' 
Fragments 

Antibody Fab' -C [tTF] and [tTF] C conjugates are 
5 prepared. Such conjugates may be more potent in vivo 

because they should remain on the cell surface for longer 
than bivalent conjugates due to their limited 
internalization capacity. Fab' fragments are mixed with 
a 2-fold molar excess of cysteine -modified tTF for 24 
10 hours and then the conjugate purified by gel permeation 
and affinity chromatography as described above. 

D. Clotting Activity of tTF Conjugates 

15 tTF conjugates were prepared with the B21-2 

monoclonal antibody which binds to Class II antigens 
expressed on the surface to A20 cells. The conjugates 
were prepared with chemically derivatized tTF and 
cysteine -modified tTF and the ability of the conjugates 

2 0 to clot mouse plasma in CaCl 2 was determined after their 
binding to the surface of A20 cells. 

Both B21-2 conjugates shortened the clotting time of 
mouse plasma in CaCl 2 (control) in a dose -dependent 
25 manner. The tTF conjugates displayed a similar 

enhancement in coagulation as occurred when tTF was 
tethered to the surface of A20 cells with the bispecific 
antibody B21-2/10H10 (FIG. 6) . 

30 E. Anti- tumor Cell tTF Conjugates 

It has already been established that when tTF is 
targeted to tumor vascular endothelial cells it induces 
coagulation within the tumor vessels (Examples I through 
35 III) . The inventors' contemplated that coagulation would 
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be induced in tumor vessels if tTF was targeted to the 
surface of tumor cells. 



Three anti- tumor cell antibodies, KS1/4, D612, and 
5 XMMCO-791, were conjugated to tTF as described in the 

"Preparation of tTF conjugates" section above. KS1/4 was 
obtained from Dr. R. Reisfeld at the Scripps Research 
Institute, Department of Immunology, La Jolla, 
California, and is also described in U.S. Patent 

10 4,975,369; D612 was obtained from Dr. J. Schlom at the 
NCI, Laboratory of Tumor Immunology and Biology, 
Bethesda, Maryland, is described in U.S. Patent 5,183,756 
and can be obtained from culture supernatants from the 
ATCC hybridoma cell line Accession No. HB 9796; XMMCO-791 

15 was purified from tissue culture supernatant from the 
hybridoma cell line purchased from the ATCC. 

The human colon carcinoma cell line Widr was used as 
a target cell for KS1/4 . Widr cells were purchased from 

20 the ATCC and were maintained in DMEM supplemented with 
10% (v/v) fetal calf serum, L-glutamine and antibiotics 
in an atmosphere of 10% (v/v) C0 2 in air. The human 
colon carcinoma cell line LS147T was used as a target 
cell for D612. LS147T cells were purchased from the ATCC 

25 and were maintained in RPMI supplemented with 10% (v/v) 
fetal calf serum, L-glutamine and antibiotics in an 
atmosphere of 5% (v/v) C0 2 in air. The human non small 
cell lung cancer cell line H460 was used as a target cell 
for XMMCO-791. H460 cells were obtained from Dr. Adi 

3 0 Gazdar, Simmons Cancer Center, University of Texas 
Southwestern Medical Center, Dallas, Texas and were 
maintained in DMEM supplemented with 10% (v/v) fetal calf 
serum, L-glutamine and antibiotics in an atmosphere of 
10% (v/v) C0 2 in air. All three cell lines grew as 

35 adherent monolayers. 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PCT/US95/07439 



- 189 - 

The conjugates were tested for their ability to 
enhance the clotting time of mouse plasma in CaCl 2 when 
bound to tumor cells expressing the relevant target 
antigens. Tumor cells were removed from tissue culture 
5 flasks with 0.05% (w/v) EDTA in PBS. The cells were 
preincubated with TF9-6B4 and TF8-5G9 antibodies to 
neutralize any native tissue factor activity (Morrisey 
et. al . , 1988) and then the coagulation assay was 
performed as described for A20 cells. 

10 

When bound to their target cell line, all three 
conjugates shortened the clotting time of mouse plasma in 
CaCl 2 (control) in a dose -dependent manner (FIG. 7) , 
indicating that coagulation was accelerated at the 
15 surface of tumor cells when tTF was targeted to the cell 
surface . 



20 



EXAMPLE VXXI 
SYNTHESIS OF TISSUE FACTOR PRODRUGS 



Exemplary tTF prodrugs have the following 
structures: tTF 1 . 219 (X) nl (Y) n2 Z Ligand, where tTP 1 . 219 
represents TF minus the cytosolic and transmembrane 
domains; X represents a hydrophobic transmembrane domain 

25 nl amino acids (AA) in length (1-20 AA) ; Y represents a 
hydrophilic protease recognition sequence of n2 AA in 
length (sufficient AA to ensure appropriate protease 
recognition) ; Z represents a disulfide thioester or other 
linking group such as (Cys) 1 _ 2 ; Ligand represents an 

3 0 antibody or other targeting moiety recognizing tumor- 
cells, tumor EC, connective tissue (stroma) or basal 
lamina markers. 



The tTF prodrug is contemplated for injection 
intravenously allowing it to localize to diseased tissue 
(i.e. tumor) . Once localized in the diseased tissue, 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PCTYUS95/07439 



- 190 - 

endogenous proteases (i.e., metalloproteinases, thrombin, 
factor Xa, factor Vila, factor IXa, plasmin) will cleave 
the hydrophilic protease recognition sequence from the 
prodrug which will allow the hydrophobic transmembrane 
5 sequence to insert into a local cell membrane. Once the 
tail has inserted into the membrane, the tTF will regain 
its coagulation- inducing properties resulting in clot 
formation in the vasculature of the diseased tissue. 

10 EXAMPLE IX 

SYNTHESIS OF COAGULATION FACTORS 
LACKING THE Gla MODIFICATION 

The vitamin- K- dependent coagulation factors (Factor 
15 Il/Ila, Factor VH/VIIa, Factor IX/IXa and Factor X/Xa) 

lacking the Gla (7-carboxyglutamic acid) modification are 
contemplated to be useful for the formation of 
coaguligands . Coagulation factors lacking the Gla 
modification are poor coagulants because the unmodified 
20 factors associate inefficiently with lipid membranes: 

targeting the factor via a ligand to the vasculature of 
tumors or other sites should bring the factor back into 
proximity to the cell surface and enable coagulation to 
proceed in that site. 

25 

"Gla" is made post-translationally by modifying the 
existing Glu (Glutamic acid) residues. Vitamin-K- 
dependent coagulation factors (Factor II/IIa f Factor 
VI I /VI la, Factor IX/IXa and Factor X/Xa) lacking the Gla 

3 0 modification may be made by expressing the genes that 
encode them in a host, such as bacteria, that does not 
modify Glu to Gla. The DNA sequences encoding each of 
Factor Il/Ila, Factor VII /Vila, Factor IX/IXa and Factor 
X/Xa are included herein as SEQ ID NO: 24, SEQ ID NO: 25, 

35 SEQ ID NO: 26 and SEQ ID NO: 27, respectively. Procaryotic 
expression is therefore straightforward. 
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Such Gla- lacking factors may also be made by 
mutating any of the sequences described above (SEQ ID 
NO: 24, SEQ ID NO:25 f SEQ ID NO: 26 and SEQ ID NO: 27) to 
change the corresponding Glu residues to another amino 
5 acid before expressing the genes, this time in virtually 
any host cell. The codon to be changed is the GAG codon 
(GAA also encodes Glu and is to be avoided) . Using 
Factor VII as an example, the Gla "domain" is located 
generally in the 216-325 region. The first Gla-encoding 
10 triplet occurs at 231 of SEQ ID NO: 25, and the last 

extends through 318 of SEQ ID NO: 25. The GAG codons may 
readily be changed using molecular biological techniques. 

FIG. 8 shows that the Gla domains of each of the 
15 above vitamin- K- dependent coagulation factors lie in an 
analogous region. Therefore, mutation of the so-called 
"corresponding" Glu residues in any one of SEQ ID NO: 24, 
SEQ ID NO: 26 and SEQ ID NO: 27 will also be 
straightforward . 

20 

The following Table of codons is provided to enable 
ready mutation choices to be made in modifying a given 
Gla-encoding codon or sequence. 
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Amino Acids 






Codons 








Alanine 

xl-L UL.11 J.11V^. 


AT a 

ni. cl 


A 


GCA 


GCC 




bLU 




Cvstp ITIP 






UGC 


UGU 






5 


Asnartic 
acid 


Asn 


n 


GAC 


GAU 








Glutamic 
acid 


Glu 


E 


GAA 


GAG 








•fx 1 ~1 

Phenyla- 
lanine 


Phe 


F 


uuc 


UTTTJ 

\J \m/ 






10 


Glycine 


Gly 


G 


GGA 


GGC 


GGG 


GGU 




Histidine 


His 


H 


CAC 


CAU 








Isoleucine 


He 


I 


AUA 


AUC 


AUU 






Lysine 


Lys 


K 


AAA 


AAG 








Leucine 


Leu 


L 


UUA 


UUG 


CUA 


cue 

%■* \J w 


15 


Methionine 


Met 


M 


AUG 










Asparagine 


Asn 


N 


AAC 


AAU 








P>*nl "i no 
nui iiic 




tr 


CCA 


CCC 


CCG 


ecu 




Glutamine 


Gin 


Q 


CAA 


CAG 








Arginine 


Arg 


R 


AGA 


AGG 


CGA 


CGC 


20 


Serine 


Ser 


S 


AGC 


AGU 


UCA 


ucc 




Threonine 


Thr 


T 


ACA 


ACC 


ACG 


ACU 




Valine 


Val 


V 


GUA 


GUC 


GUG 


GUU 




Tryptophan 


Trp 


w 


UGG 










Tyrosine 


Tyr 


Y 


UAC 


UAU 







CUG CUU 



CGG CGU 
UCG UCU 



25 



Site-specific mutagenesis is the technique 
contemplated for use in the preparation of individual 
vitamin- K- dependent coagulation factors lacking the Gla 
modification, through specific mutagenesis of the 
underlying DNA and the introduction of one or more 
nucleotide sequence changes into the DNA. 

Site -specific mutagenesis allows the production of 
mutants through the use of specific oligonucleotide 
sequences which encode the DNA sequence of the desired 
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mutation, as well as a sufficient number of adjacent 
nucleotides, to provide a primer sequence of sufficient 
size and sequence complexity to form a stable duplex on 
both sides of the deletion junction being traversed. 
5 Typically, a primer of about 17 to 25 nucleotides in 

length is preferred, with about 5 to 10 residues on both 
sides of the junction of the sequence being altered. 



In general, the technique of site-specific 
10 mutagenesis is well known in the art, as exemplified by 
publications such as Adelman et al. (1983) and by the TF 
mutant studies described above. The technique typically 
employs a phage vector which exists in both a single 
stranded and double stranded form. Typical vectors 
15 useful in site-directed mutagenesis include vectors such 
as the M13 phage (Messing et al., 1981). These phage are 
readily commercially available and their use is generally 
well known to those skilled in the art. Double stranded 
plasmids are also routinely employed in site directed 
20 mutagenesis which eliminates the step of transferring the 
gene of interest from a plasmid to a phage. 

In general, site -directed mutagenesis in accordance 
herewith is performed by first obtaining a single- 

IS stranded vector or melting apart the two strands of a 

double stranded vector which includes within its sequence 
a DNA sequence which encodes the vitamin- K- dependent 
coagulation factor. An oligonucleotide primer bearing 
the desired mutated sequence is prepared, generally 

10 synthetically, for example by the method of Crea et al. 
(1978) . This primer is then annealed with the single- 
stranded vector, and subjected to DNA polymerizing 
enzymes such as E. coli polymerase I Klenow fragment, in 
order to complete the synthesis of the mutation-bearing 

5 strand. Thus, a heteroduplex is formed wherein one 

strand encodes the original non-mutated sequence and the 
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second strand bears the desired mutation. This 
heteroduplex vector is then used to transform appropriate 
cells, such as g. coli cells, and clones are selected 
which include recombinant vectors bearing the mutated 
5 sequence arrangement. 

EXAMPLE X 

FURTHER ANT I - TUMOR VASCULATURE ANTIBODIES 

10 This example describes the generation of antibodies 

directed against tumor- derived endothelial cell "binding 
factors" for use in distinguishing between tumor 
vasculature and the vasculature of normal tissues. 
Particularly described is the generation of antibodies 

15 directed against vascular permeability factor (VPF) , also 
termed vascular endothelial cell growth factor (VEGF) , 
and against bFGF (basic fibroblast growth factor) . 

For further details concerning FGF one may refer to 
20 Gomez-Pinilla and Cotman (1992); Nishikawa et al. (1992), 
that describe the localization of basic fibroblast growth 
factor; Xu et al . (1992), that relates to the expression 
and immunochemical analysis of FGF; Reilly et al. (1989), 
that concerns monoclonal antibodies; Dixon et al. (1989), 
25 that relates to FGF detection and characterization; 
Matsuzaki et al. (1989), that concerns monoclonal 
antibodies against heparin-binding growth factor; and 
Herblin and. Gross (1992), that discuss the binding sites 
for bFGF on solid tumors associated with the vasculature. 

30 

In the present studies, rabbits were hyper immunized 
with N- terminal peptides of human VEGF, mouse VEGF, 
guinea pig VEGF, human bFGF, mouse bFGF or guinea pig 
bFGF coupled to tuberculin (purified protein derivative, 
35 PPD) or thyroglobulin carriers. The peptides were 25 to 
26 amino acids in length and were synthesized on a 
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peptide synthesizer with cysteine as the C-terminal 
residue. Antisera were affinity purified on columns of 
the peptides coupled to Sephraose matrices. 

5 Antibodies to VEGF were identified by ELISA and by 

their staining patterns on frozen sections of guinea pig 
tumors and normal tissues. Polyclonal antibodies to 
guinea pig VEGF and human VEGF reacted with the majority 
of vascular endothelial cells on frozen sections of 

10 guinea pig L10 tumors and a variety of human tumors 

(parotid, ovarian, mammary carcinomas) respectively. The 
ant i -human VEGF antibody stained mesangial cells 
surrounding the endothelial cells in normal human kidney 
glomerulae and endothelial cells in the liver, but did 

15 not stain blood vessels in normal human stomach, leg 

muscle and spleen. The ant i -guinea pig VEGF antibody did 
not stain endothelial cells in any normal tissues, 
including kidney, brain, spleen, heart, seminal vesicle, 
lung, large intestine, thymus, prostrate, liver, testicle 

20 and skeletal muscle. 



Polyclonal antibodies to human FGF stained 
endothelial cells in parotid and ovarian carcinomas, but 
not those in mammary carcinomas. Anti-human FGF 
antibodies stained glomerular endothelial cells in human 
kidney, but not endothelial cells in normal stomach, leg 
muscle and spleen. 

Monoclonal antibodies to guinea pig VEGF, human VEGF 
and guinea pig bFGF were prepared by immunizing BALB/c 
mice with the N-terminal sequence peptides (with cysteine 
at the C- terminus of the peptide) coupled to PPD or to 
thyroglobulin. The synthetic peptides immunogens of 
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defined sequence are shown below and are represented by 
SEQ ID NO:30, SEQ ID NO:31 AND SEQ ID NO:32, 

respectively: * 

5 guinea pig VEGF APMAEGEQKPREVVKFMDVYKRSYC* 
human VEGF APMAEGGGQNHHE VVKFMDVYQRS YC 

guinea pig bFGF MAAGSITTLPALPEGGDGGAFAPGC 

The peptides were conjugated to thyroglobulin or to 
10 PPD by derivatizing the thyroglobulin with succimidyl 4- 
(N-maleimidomethyl) cyclohexane-l-carboxylate (SMCC) and 
reacting the derivative with the peptide. This yields a 
conjugate having one or more peptide sequences linked via 
a thioether bond to thyroglobulin. 

15 

Specifically, the generation of monoclonal 
antibodies against the above sequences was achieved using 
the following procedure: BALB/c mice were immunized by 
serial injections with peptide-PPD or peptide- 
20 thyroglobulin into several sites. Four or five days 

after the last injection, the spleens were removed and 
splenocytes were fused with P3xG3Ag8.653 myeloma cells 
using polyethyleneglycol according to the procedures 
published in Morrow, et al. (1991). 

25 
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Individual hybridoma supernatant s were screened as 
follows : 



First screen: 



EL ISA on peptide-thyroglobulin-coated 
plates. 



5 



Second screen: ELISA on cysteine linked via SMCC to 

thyroglobulin . 

10 Third screen: Indirect immunoperoxidase staining of 

frozen sections of guinea pig line 10 
tumor or human parotid carcinoma. 

Fourth screen: Indirect immunoperoxidase staining of 
15 frozen sections of miscellaneous malignant 

and normal guinea pig and human tissues. 

Antibodies were selected that bound to peptide- 
thyroglobulin but not to cysteine -thyroglobulin, and 



which bound to endothelial cells in malignant tumors more 
strongly than they did to endothelial cells in normal 
tissues (Table VIII) . 
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TABLE VIII 
Reactivity of Monoclonal Antibodies 



MoAB 


Immunoge 

+ 


Class 


Reactivity- 
wit h Tumor 
Endothelium 

g . pig human 


Tumor 
Reactivity 
Pattern* 


GV14 


gp VEGF 


IgM 


+ 


+ 


BV + some 

tumor 

cells 


GV35 


gp VEGF 


IgM 


± 

» 


± 


Tumor 
cells, 
weak on BV 


GV3 9 


gp VEGF 


IgM 




+ 


BV and' 
some tumor 
cells 


GV59 


gp VEGF 


IgM 


+ 


+ 


BV and 
some tumor 
cells 


GV97 


gp VEGF 


IgM 


+ 


+ 


BV, weak 
on tumor 
cells 


* HV55 


hu VEGF 


igG 


• 


+ 


Basement 
membrane , 
some BV 


GF67 


gp FGF 


IgM 


+ 


+ 


BV and 

tumor 

cells 


GF82 


gp FGF 


IgM 


+ 


+ 


BV and 

tumor 

cells 



15 * BV = blood vessels + gp = guinea pig hu = human 
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A. GV97 Staining of Human and Guinea Pig Tissue 
Sections 

The GV97 antibody against guinea pig VEGF N- terminus 
5 bound to endothelial cells in miscellaneous human 
malignant (Table IX) and normal (Table X) tissues. 

Binding to endothelial cells in malignant tumors 
tended to exceed that to endothelial cells in normal 
10 tissues. 

The staining of endothelial cells in guinea pig 
tumor (line 10 hepatocellular carcinoma) and normal 
tissues was similar in distribution and intensity to that 
15 observed with human tissues (Table XI) . 

In the Tables, + indicates a positive, as opposed to 
a negative, result. The numbers 2+, 3+ and 4+ refer to a 
positive signal of increasing strength, as is routinely 
20 understood in this field of study. 
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93-02-B004 
Villous and 
Adenomatous polyp 
of colon 


93-02-A130 
Leiomyosarcoma in 
colon 


93-02-B020 
Gastric Ca. 


93-04-A221 
Pancreas Adenoca. 


94-04-A390 rectum 
adenoca. 


93-12-A160 tongue 
carcinomaadenoca . 


101-84a Stomach 
signet ring Ca. 
(101-84b pair) 


90-05-A172 
Stomach Adenoca. 
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B. Lack of Reactivity of GV97 With Soluble Human VEGF 

To identify antibodies that are specific for VEGF, 
the VEGF receptor (Flk-1) or VEGF bound (or complexed) to 
5 the receptor, an ELISA screening protocol was developed. 
The procedure is as follows: 

Initially, a 96 well ELISA plate (round bottom) was 
coated (outside wells left blank) with 100 /xl/well of 

10 FLK/seap at 10 fig/ml in sensitizing buffer. After 

overnight incubation, the plate was washed twice with PBS 
overnight at 4°C. Next the FLK/Seap coated plate was 
blocked with 250 ^1/well of PBS + CAH (5%) solution for 1 
h at 3 7°C. The blocking solution was removed and the 

15 plate was vigorously tapped on paper towels. 

The blocked plates were then incubated with 100 
/xl/well of VEGF-165 (VEGF 165 aa form produced in yeast 
obtained from Dr. Ramakrishnan, University of Minnesota) 

2 0 at 2 /zg/ml in binding plus 0.1 /xg/ml heparin for 4 h at 
room temperature or overnight at 4°C. The VEGF solution 
was collected and the plate washed 2 times with PBS-tween 
(0.10%). Next, 100 fil/well of hybridoma fusion 
supernatant was added to the wells and incubated for 1 h 

25 at 32 °C. Following this supernatant incubation, the 
plate was washed 3 times with PBS tween and then 
incubated with 100 fil well of secondary antibody (KPL, Gt 
ant i -mouse IgG at 1:1000 in PBS tween + CAH (5%) for 1 
hour at 37°C. 

50 

Following secondary antibody incubation, the plates 
were washed 4 times with PBS tween, incubated with 100 
jxl/well of substrate (Substrate Sigma OPD dissolved in 
citrate buffer + H 2 0 2 ) for 20 minutes and read at 490 nm 
i5 on a Cambridge Technology Microplate Reader (Model 7520). 
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Wells with an absorbance above appropriate control wells 
were selected as positives and further characterized. 

It was found that GV97 did not bind to recombinant 
VEGF- coated ELISA plates, nor did recombinant human VEGF 
bind to GV97 coated ELISA plates. Soluble recombinant 
human VEGF did not block the binding of 5 /zg/ml GV97 to 
tumor endothelium in histological sections even when 
added at 50 /xg/ml . 

These data suggest that GV97 recognizes an epitope 
of VEGF that is concealed in recombinant human VEGF but 
which becomes accessible when VEGF binds to its receptor 
on endothelial 

c * GV97 Lo calization in Line 10 -Bearing Guinea Pigs 

In contrast with staining data obtained from 
histological sections, GV97 antibody localized 
selectively to tumor endothelial cells after injection 
into line 10 tumor-bearing guinea pigs (Table XII) . 
Staining of endothelial cells in the tumor was moderately 
strong whereas staining of normal endothelium "in 
miscellaneous organs was undetectable. 

D - Anti-bFGF Selectively Bind to Timor Endothelial 



GV97 and GF82, which had been raised against guinea 
3 0 pig bFGF N- terminus, bound strongly to endothelial cells 
in frozen reactions of guinea pig line 10 tumor and to 
endothelial cells in two types of human malignant tumors 
{Table XIII) . By contrast, relatively weak staining of 
endothelial cells in miscellaneous guinea pig normal 
35 tissues was observed. 
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TABLE XII. GV97 injected into tumor bearing GP 





TISSUE 


GV97 10 ug/ml 


GV 97 20 ug/ml 
serum volume 
inj ec ted || 


5 


DIGESTIVE SYSTEM | 




LIVER 


2 + 


-ve 1 




INTESTINE 


3 + 


possible 0.5-1+ 
of a few || 




PANCREAS 


+/- of many and 
2+ in islands of 
cells 


possible 0.5-1+ 
of a few 




SMALL INTESTINE 


2-3+ of many and 
4+ in lymphoid, 
rest diff. than 
fVIII 


+/- 


10 


STOMACH 


1-2+ on most 
occasional 3+ 


possibly 0.5+ of 

a few || 




REPRODUCTIVE SYSTEM || 




TESTIS 




+/- II 




MUSCLE AND INTEGUMENTARY SYSTEM || 




HEART 


-ve 


-ve || 


15 


MUSCLE 




-ve || 




SKIN 


1+ in fatty layer 
and 3-4+ in 
cellular layer 






IMMUNE SYSTEM | 




SPLEEN 


3 + 


possibly a few 
1+ 




THYMUS 






20 


URINARY SYSTEM | 




KIDNEY 


glomeruli 3-4+ 






ENDOCRINE SYSTEM | 




ADRENAL 


4+ 


-ve 




RESPIRATORY SYSTEM | 


25 


LUNG 


2 + 


-ve 




NERVOUS SYSTEM | 
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TISSUE 


GV97 10 ug/ml 


GV 97 20 ug/ml 
serum volume 
injected 


CEREBELLUM 


2 + 


-ve 


TUMORS 


TUMOR 


4 + 


2-3 + 



5 
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TABLE XIII. Axiti-GP FGF Antibody Staining on GP Tissues 



GP TISSUE 



GF 67 



GF 82 



DIGESTIVE SYSTEM 



LIVER 



ND 



ND 



INTESTINE 



+/- 



+/- 



PANCREAS 



2-3 + 



2 + 



SMALL INTESTINE 



+/- 



+/- 



STOMACH 



ND 



ND 



REPRODUCTIVE SYSTEM 



TESTIS 



ND 



ND 



MUSCLE AND INTEGUMENTARY SYSTEM 



HEART 



2-3 + 



1+ 



MUSCLE 



+/- 



1 + 



SKIN 



ND 



ND 



IMMUNE SYSTEM 



SPLEEN 



3 + 



ve 



THYMUS 



URINARY SYSTEM 



KIDNEY 



1-2 + 



-ve 



ENDOCRINE SYSTEM 



ADRENAL 



1-2 + 



+/- 



RESPIRATORY SYSTEM 



LUNG 



1-2 + 



2-3 + 



NERVOUS SYSTEM 



CEREBELLUM 



1+ 



-1 + 



TUMORS 



LINE 1 TUMOR 



4 + 



4 + 



HUMAN TUMORS 



PHEOCHROMO 
CYTOMA 



4 + 



4 + 



SCHWANOMA 



4 + 



4 + 
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EXAMPLE XI 
HUMAN TREATMENT PROTOCOLS 

This example is concerned with human treatment 
5 protocols using the bispecific binding and coagulating 

ligands of the invention. These ligands are contemplated 
for use in the clinical treatment of various human 
cancers and even other disorders, such as benign 
prostatic hyperplasia and rheumatoid arthritis, in which 
10 the intermediate or longer term arrest of blood flow 
would be advantageous. 

i 

The bispecific ligands are considered to be 
particularly useful tools in anti -tumor therapy. From 

15 the data presented herein, including the animal studies, 
and the knowledge in the art regarding treatment of 
Lymphoma (Glennie et a!., 1988), T-Cell targeting (Nolan 
& Kennedy, 1990) and drug targeting (Paulus, 1985) 
appropriate doses and treatment regimens may be 

20 straightforwardly developed. 



Naturally, before wide-spread use, further animal 
studies and clinical trials will be conducted. The 
various elements of conducting a clinical trial, 
including patient treatment and monitoring, will be known 
to those of skill in the art in light of the present 
disclosure. The following information is being presented 
as a general guideline for use in establishing such 
trials . 

It is contemplated that patients chosen for the 
study would have failed to respond to at least one course 
of conventional therapy and had to have objectively 
measurable disease as determined by physical examination, 
laboratory techniques, or radiographic procedures. Where 
murine monoclonal antibody portions are employed, the 
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patients should have no history of allergy to mouse 
immunoglobulin. Any chemotherapy should be stopped at 
least 2 weeks before entry into the study. 

5 In regard to bispecific ligand administration, it is 

considered that certain advantages will be found in the 
use of an indwelling central venous catheter with a 
triple lumen port. The bispecific ligands should be 
filtered, for example, using a 0.22/xm filter, and diluted 

10 appropriately, such as with saline, to a final volume of 
100 ml. Before use, the test sample should also be 
filtered in a similar manner, and its concentration 
assessed before and after filtration by determining the 
A 280 - Tile expected recovery should be within the range 

15 of 87 to 99%, and adjustments for protein loss can then 
be accounted for. 

The bispecific ligands may be administered over a 
period of approximately 4-24 hours, with each patient 

20 receiving 2-4 number of infusions at 2-7 day intervals. 
Administration can also be performed by a steady rate of 
infusion over a 7 day period. The infusion given at any 
dose level should be dependent upon any toxicity 
observed. Hence, if Grade II toxicity was reached after 

25 any single infusion, or at a particular period of time 
for a steady rate infusion, further doses should be 
withheld or the steady rate infusion stopped unless 
toxicity improved. Increasing doses of bispecific 
coagulating ligands should be administered to groups of 

3 0 patients until approximately 60% of patients showed 

unacceptable Grade III or IV toxicity in any category. 
Doses that are 2/3 of this value could be defined as the 
safe dose. 

35 Physical examination, tumor measurements, and 

laboratory tests should, of course, be performed before 
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treatment and at intervals up to 1 month later. 
Laboratory tests should include complete blood counts, 
serum creatinine, creatine kinase, electrolytes, urea, 
nitrogen, SGOT, bilirubin, albumin, and total serum 
5 protein. Serum samples taken up to 6 0 days after 

treatment should be evaluated by radioimmunoassay for the 
presence of the intact bispecific ligand or components 
thereof and antibodies against any or both portions of 
the ligand. Immunological analyses of sera, using any 
10 standard assay such as, for example, an EL ISA or RIA, 
will allow the pharmacokinetics and clearance of the 
therapeutic agent to be evaluated. 

To evaluate the anti-tumor responses, it is 
15 contemplated that the patients should be examined at 48 
hours to 1 week and again at 3 0 days after the last 
infusion. When palpable disease was present, two 
perpendicular diameters of all masses should be measured 
daily during treatment, within 1 week after completion of 
20 therapy, and at 30 days. To measure nonpalpable disease, 
serial CT scans could be performed at 1-cm intervals 
throughout the chest, abdomen, and pelvis at 48 hours to 
1 week and again at 3 0 days. Tissue samples should also 
be evaluated histologically, and/or by flow cytometry, 
25 using biopsies from the disease sites or even blood or 
fluid samples if appropriate. 

Clinical responses may be defined by acceptable 
measure. For example, a complete response may be defined 

30 by the disappearance of all measurable tumor 1 month 
after treatment. Whereas a partial response may be 
defined by a 50% or greater reduction of the sum of the 
products of perpendicular diameters of all evaluable 
tumor nodules 1 month after treatment, with no tumor 

35 sites showing enlargement. Similarly, a mixed response 
may be defined by a reduction of the product of 
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perpendicular diameters of all measurable lesions by 5 0% 
or greater 1 month after treatment, with progression in 
one or more sites. 

5 * * * 

All of the compositions and methods disclosed and 
claimed herein can be made and executed without undue 
experimentation in light of the present disclosure. 

10 While the compositions and methods of this invention have 
been described in terms of preferred embodiments, it will 
be apparent to those of skill in the art that variations 
may be applied to the composition, methods and in the 
steps or in the sequence of steps of the method described 

15 herein without departing from the concept, spirit and 
scope of the invention. More specifically, it will be 
apparent that certain agents which are both chemically 
and physiologically related may be substituted for the 
agents described herein while the same or similar results 

20 would be achieved. All such similar substitutes and 

modifications apparent to those skilled in the art are 
deemed to be within the spirit, scope and concept of the 
invention as defined by the appended claims. 

25 
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SEQUENCE LISTING 



(1) GENERAL INFORMATION: 



(i) APPLICANT: 



NAME: 



BOARD OF REGENTS , THE UNIVERSITY OF 
TEXAS SYSTEM 
201 West 7th Street 
Austin 
Texas 

United States of America 
POSTAL CODE: 78701 
TELEPHONE NO: (512)499-4462 
TELEFAX: (512 ) 499-4523 



and 



STREET : 
CITY: 
STATE : 
COUNTRY : 



NAME: 
STREET: 
CITY: 
STATE : 
COUNTRY : 



THE SCRIPPS RESEARCH INSTITUTE 
10666 North Torrey Pines Road 
LaJolla 
California 

United States of America 



POSTAL CODE: 92 037 



25 



(ii) INVENTORS: THORPE, Philip E. 

EDGINGTON, Thomas S. 



30 



(iii) TITLE OF INVENTION: METHODS AND COMPOSITIONS 

FOR THE SPECIFIC 
COAGULATION OF VASCULATURE 



(iv) NUMBER OF SEQUENCES: 3 2 



35 



(v) CORRESPONDENCE ADDRESS : 

(A) ADDRESSEE: Arnold, White & Durkee 

(B) STREET: P. 0. Box 4433 
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(C) CITY: Houston 

(D) STATE: Texas 

(E) COUNTRY: USA 

(F) ZIP: 77210 

(vi) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC compatible 

(C) OPERATING SYSTEM: PC -DOS /MS- DOS , ASCII 

(vii) CURRENT APPLICATION DATA: 

(A) APPLICATION NUMBER: PCT/US95/0743 9 

(B) FILING DATE: 07-JUN-1995 

(C) CLASSIFICATION: Unknown 

(viii) PRIOR APPLICATION DATA: 

(A) APPLICATION NUMBER: US 08/273,567 

(B) FILING DATE: ll-JUL-1994 

20 (ix) ATTORNEY/AGENT INFORMATION: 

(A) NAME: PARKER, DAVID L. 

(B) REGISTRATION NUMBER: 32,165 

(C) REFERENCE/DOCKET NUMBER: UTFD433P-- 

25 (x) TELECOMMUNICATION INFORMATION: 

(A) TELEPHONE: (512) 418-3000 

(B) TELEFAX: (713) 789-2679 

(C) TELEX: 79-0924 

30 

(2) INFORMATION FOR SEQ ID NO:l: 

(i) SEQUENCE CHARACTERISTICS: 



10 



15 
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(A) LENGTH: 2 7 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:l 

GTCATGCCAT GGCCTCAGGC ACTACAA 



(2) INFORMATION FOR SEQ ID NO: 2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 32 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 2 : 

TGACAAGCTT ATTCTCTGAA TTCCCCCTTT CT 



(2) INFORMATION FOR SEQ ID NO: 3: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 47 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 
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(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = 11 DNA " 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO:3: 

GTCATGCCAT GGCCCTGGTG CCTCGTGCTT CTGGCACTAC AAATACT 47 



(2) INFORMATION FOR SEQ ID NO:4: 



(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 38 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 
15 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 

2 0 (xi) SEQUENCE DESCRIPTION: SEQ ID NO:4: 

GTCATGCCAT GGCCTGCTCA GGCACTACAA ATACTGTG 3 8 



25 (2) INFORMATION FOR SEQ ID NO: 5: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 5 0 base pairs 

(B) TYPE: nucleic acid 
30 (C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO : 5 : 
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GTCATGCCAT GGCCCTGGTG CCTCGTGGTT CTTGCGGCAC TACAAATACT 50 



(2) INFORMATION FOR SEQ ID NO: 6: 



5 



(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 35 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 
10 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 

15 (xi) SEQUENCE DESCRIPTION: SEQ ID NO : 6 : 

TGACAAGCTT AGCATTCTCT GAATTCCCCC TTTCT 35 



20 (2) INFORMATION FOR SEQ ID NO : 7 : 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 50 base pairs 

(B) TYPE: nucleic acid 
25 (C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 



30 



35 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7: 



GTCATGCCAT GGCCCTGGTG CCTCGTGGTT GCGGAGGCGG TGGATCAGGC 50 



(2) INFORMATION FOR SEQ ID NO: 8 
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(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 3 6 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 
5 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 

10 (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 8: 

AGTATTTGTA GTGCCTGAGG ATCCGCCACC TCCACT 3 6 



15 (2) INFORMATION FOR SEQ ID NO : 9 : 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 45 base pairs 

(B) TYPE: nucleic acid 
20 (C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 



25 



30 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 9 



GGAGGCGGTG GATCAGGCGG TGGAGGTAGT GGAGGTGGCG GATCC 45 



(2) INFORMATION FOR SEQ ID NO: 10: 



(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 17 base pairs 
35 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 
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(D) TOPOLOGY: linear 
(ii) MOLECULE TYPE: other nucleic acid 

(A) DESCRIPTION: /desc = "DNA" 

5 (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 10: 

GTCATGCCAT GGCCCTG 17 

(2) INFORMATION FOR SEQ ID NO: 11: 
(i) SEQUENCE CHARACTERISTICS: 
10 (A) LENGTH: 32 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

15 (ii) MOLECULE TYPE: other nucleic acid 

(A) DESCRIPTION: /desc = "DNA" 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 11: 

20 TGACAAGCTT ATTCTCTGAA TTCCCCCTTT CT 32 



(2) INFORMATION FOR SEQ ID NO: 12: 

25 (i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 50 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 



30 



35 



(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 12: 

GTCATGCCAT GGCCCTGGTG CCTCGTGGTT CTTGCGGCAC TACAAATACT 50 
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(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 

(xi) SEQUENCE DESCRIPTION : SEQ ID NO : 14 : 

CGCGGATCCG GCGGTGGAGG CTCTTCAGGC ACTACAAATA CTGT 44 



(2) INFORMATION FOR SEQ ID NO: 15: 



(i) SEQUENCE CHARACTERISTICS : 

(A) LENGTH: 31 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 
15 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 

20 (xi) SEQUENCE DESCRIPTION: SEQ ID NO:15: 

TGACAAGCTT ATTCTCTGAA TTCCCCTTTC T 31 



2 5 (2) INFORMATION FOR SEQ ID NO: 16: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 50 base pairs 

(B) TYPE: nucleic acid 

3 0 (C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 16 
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GTCATGCCAT GGCCCTGGTG CCTCGTGGTT CTTGCGGCAC TACAAATACT 50 



(2) INFORMATION FOR SEQ ID NO: 17: 



5 



(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 31 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 
10 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 

15 (xi) SEQUENCE DESCRIPTION: SEQ ID NO: 17: 

TGACAAGCTT ATTCTCTGAA TTCCCCTTTC T 31 



20 (2) INFORMATION FOR SEQ ID NO: 18: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 44 base pairs 

(B) TYPE: nucleic acid 
25 (C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 



30 



35 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 18 



GTCATGCCAT GGCCCTGGTG CCTCGTGGTT GCACTACAAA TACT 44 



(2) INFORMATION FOR SEQ ID NO: 19 
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(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 34 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 
5 (D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = "DNA" 

10 (xi) SEQUENCE DESCRIPTION: SEQ ID NO:19: 

TGACAAGCTT AGCATTCTCT GAATTCCCCT TTCT 34 



15 (2) INFORMATION FOR SEQ ID NO: 20: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 19 base pairs 

(B) TYPE: nucleic acid 
20 (C) STRANDEDNESS: single 

( D ) TOPOLOGY : 1 inear 

(ii) MOLECULE TYPE: other nucleic acid 
(A) DESCRIPTION: /desc = 11 DNA" 



25 



30 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 20: 
CAAGTTCAGC CAAGAAAAC ig 



(2) INFORMATION FOR SEQ ID NO: 21: 



(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 3 6 base pairs 
35 (B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 
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(2) INFORMATION FOR SEQ ID NO: 28: 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 4 5 base pairs 
5 (B) TYPE: nucleic acid 

(C) STRANDEDNESS : single 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: other nucleic acid 
10 (A) DESCRIPTION: /desc = "DNA" 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 28: 



15 



GAAGAAGGGA TCCTGGTGCC TCGTGGTTCT GGCACTACAA ATACT 45 



(2) INFORMATION FOR SEQ ID NO: 29: 

(i) SEQUENCE CHARACTERISTICS: 
20 (A) LENGTH: 3 0 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: single 

(D) TOPOLOGY: linear 

25 (ii) MOLECULE TYPE: other nucleic acid 

(A) DESCRIPTION: /desc = "DNA 11 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 29: 

3 0 CTGGCCTCAA GCTTAACGGA ATTCACCTTT 3 0 
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CLAIMS 

1- A binding ligand comprising: 

5 (a) a first binding region that binds to a diseased 

cell, a component of disease-associated 
vasculature or a component of disease- 
associated stroma; the first binding region 
operatively linked to 

10 

(b) a coagulation factor or a second binding region 
that binds to a coagulation factor. 



2. The binding ligand of claim 1, wherein said first 
binding region comprises an IgG antibody, an IgM antibody 
or an antigen binding region of an antibody. 

3. The binding ligand of claim 2, wherein said first 
binding region comprises an scFv, Fv, Fab' , Fab or 
F{ab') 2 fragment of an antibody. 



4. The binding ligand of claim 2, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to a tumor cell, a component of tumor 
vasculature or a component of tumor stroma. 



5. The binding ligand of claim 4, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to a cell surface antigen of a tumor 
cell . 
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6. The binding ligand of claim 5, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to the cell surface tumor antigen 
pl85 HER2 , milk mucin core protein, TAG-72, Lewis a, 

5 carcinoembryonic antigen (CEA) or a tumor-associated 

antigen that binds to an antibody selected from the group 
consisting of .9.2.27, 0V-TL3, MOvl8, B3, KS1/4, 260F9 and 
D612. 

10 

7. The binding ligand of claim 4, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to a component of tumor vasculature. 

15 

8. The binding ligand of claim 7, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to a tumor vasculature cell surface 
receptor. 

20 

9. The binding ligand of claim 8, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to an MHC Class II protein, a 

25 VEGF/VPF receptor, an FGF receptor, a TGF£ receptor, a 
TIE, VCAM-1, P-selectin, E-selectin, ar v 0 3 integrin, 
pleiotropin, endosialin or endoglin. 

3 0 10. The binding ligand of claim 9, wherein said first 

binding region comprises an antigen binding region of an 
antibody that binds to endoglin. 

35 11. The binding ligand of claim 10, wherein said first 
binding region comprises an antigen binding region of an 
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antibody that binds to the same epitope as the monoclonal 
antibody TEC-4 or the monoclonal antibody TEC- 11. 

5 12. The binding ligand of claim 9, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to a VEGF receptor. 

10 13. The binding ligand of claim 12, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to the same epitope as the monoclonal 
antibody 3E11, 3E7, 5G6, 4D8 or 10B10. 

15 

14. The binding ligand of claim 12, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to the same epitope as the monoclonal 
antibody TEC-110. 

20 

15. The binding ligand of claim 7, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to a ligand that binds to a tumor 

25 vasculature cell surface receptor. 

16. The binding ligand of claim 15, wherein said first 
binding region comprises an antigen binding region of an 

3 0 antibody that binds to VEGF/VPF, FGF, TGF/S, a ligand that 
binds to a TIE, a tumor- associated fibronectin isoform, 
scatter factor, hepatocyte growth factor (HGF) , platelet 
factor 4 (PF4) , PDGF or TIMP. 

35 
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17. The binding ligand of claim 16, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to VEGF/VPF, FGF, TGF/3, a ligand that 
binds to a TIE or a tumor-associated fibronectin isoform. 

5 

18. The binding ligand of claim 7, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to an inducible tumor vasculature 

10 component. 

19. The binding ligand of claim 18, wherein said first 
binding region comprises an antigen binding region of an 

15 antibody that binds to a tumor vasculature component 
inducible by a coagulant. 

20. The binding ligand of claim 19, wherein said first 
20 binding region comprises an antigen binding region of an 

antibody that binds to a tumor vasculature component 
inducible by thrombin. 

25 21. The binding ligand of claim 20 , wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to P-selectin or E-selectin. 

30 22. The binding ligand of claim 18, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to a tumor vasculature component 
inducible by a cytokine. 

35 
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23. The binding ligand of claim 22, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to a tumor vasculature component 
inducible by a cytokine released by monocytes, 
5 macrophages, mast cells, helper T cells, CD8 -positive T- 
cells or NK cells. 



24. The binding ligand of claim 22, wherein said first 
10 binding region comprises an antigen binding region of an 

antibody that binds to a tumor vasculature component 
inducible by the cytokine IL-1, IL-4, TNF-a, TNF-/3 or 
IFN-7. 

15 

25. The binding ligand of claim 22, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to E-selectin, VCAM-1, ICAM-1, 
endoglin or an MHC Class II antigen. 

20 

26. The binding ligand of claim 25, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to E-selectin. 

25 

27. The binding ligand of claim 25, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to an MHC Class II antigen. 

30 

28. The binding ligand of claim 7, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to a ligand: receptor complex but does 

■ 

35 not bind to the ligand or the factor receptor when the 

ligand or receptor is not in the ligand: receptor complex. 
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29. The binding ligand of claim 28, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to the same epitope as the monoclonal 
antibody 2E5, 3E5 or 4E5 . 

30. The binding ligand of claim 4, wherein said first' 
binding region comprises an antigen binding region of an 
antibody that binds to a component of tumor stroma. 

31. The binding ligand of claim 30, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to tenascin. 

32. The binding ligand of claim 30, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to a basement membrane component . 

33. The binding ligand of claim 30, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to an activated platelet. 

34. The binding ligand of claim 30, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to an inducible tumor stroma 
component . 

35. The binding ligand of claim 34, wherein said first 
binding region comprises an antigen binding region of an 
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antibody that binds to a tumor stroma component inducible 
by a coagulant . 



5 36. The binding ligand of claim 35, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to a tumor stroma component inducible 
by thrombin. 

10 

37. The binding ligand of claim 36, wherein said first 
binding region comprises an antigen binding region of an 
antibody that binds to RIBS. 

15 

38. The binding ligand of claim 1, wherein said first 
binding region comprises a ligand or receptor that binds 
to a diseased cell or to a component of disease- 
associated vasculature. 



39. The binding ligand of claim 38, wherein said first 
binding region comprises a ligand that binds to a tumor 
cell surface receptor or a soluble binding domain of a 
25 receptor that binds to a ligand that binds to a tumor 
cell surface molecule. 



40. The binding ligand of claim 38, wherein said first 
binding region comprises a ligand or receptor that binds 
to a component of tumor vasculature. 

41. The binding ligand of claim 40, wherein said first 
binding region comprises a ligand that binds to a tumor 
vasculature endothelial cell surface receptor. 
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42. The binding ligand of claim 41, wherein said first 
binding region comprises VEGF/VPF, FGF, TGF/S, a ligand 
that binds to a TIE, a tumor-associated fibronectin 
5 isoform, scatter factor, hepatocyte growth factor (HGF) , 
platelet factor 4 (PF4) , PDGF or TIMP. 



43. The binding ligand of claim 42, wherein said first 
10 binding region comprises VEGF/VPF. 



44. The binding ligand of claim 42, wherein said first 
binding region comprises FGF. 

15 

45. The binding ligand of claim 40, wherein said first 
binding region comprises a soluble binding domain of a 
receptor that binds to a ligand that binds to a tumor 

2 0 vasculature endothelial cell surface receptor. 

46. The binding ligand of claim 45, wherein said first 
binding region comprises a soluble binding domain of a 

25 VEGF/VPF receptor. 

47. The binding ligand of claim 1, wherein said first 
binding region is operatively linked to a coagulation 

30 factor. 



48. The binding ligand of claim 47, wherein said 
coagulation factor comprises the vitamin K-dependent 
coagulant Factor Il/Ila, Factor Vll/VIIa, Factor IX/IXa 
or Factor X/Xa. 
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49. The binding ligand of claim 48, wherein said 
coagulation factor comprises a vitamin K-dependent 
coagulation factor lacking the Gla modification. 

5 

50. The binding ligand of claim 49, wherein said 
coagulation factor is prepared by expressing a vitamin It- 
dependent coagulation factor-encoding gene in a 

10 procaryotic host cell. 



51. The binding ligand of claim 49, wherein said 
coagulation factor is prepared by treating the vitamin K- 
15 dependent coagulation factor protein to remove or alter 
the corresponding Glutamic acid residues. 



52. The binding ligand of claim 49, wherein said 
20 coagulation factor is prepared by preparing an engineered 
coagulation factor gene that encodes a vitamin It- 
dependent coagulation factor lacking the corresponding 
Glutamic acid residues and expressing said engineered 
gene in a recombinant host cell. 



53. The binding ligand of claim 47, wherein said 
coagulation factor comprises Tissue Factor or a Tissue 
Factor derivative. 



54. The binding ligand of claim 53, wherein said 
coagulation factor comprises a mutant Tissue Factor 
deficient in the ability to activate Factor VII. 
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55. The binding ligand of claim 54, wherein 



said 



coagulation factor comprises a Tissue Factor 
includes a mutation in the amino acid region 
about position 157 and about position 167. 



that 



h 



between 



5 



56. The binding ligand of claim 55, wherein said 
coagulation factor comprises a mutant Tissue Factor 
wherein Trp at position 158 is changed to Arg; wherein 
10 Ser at position 162 is changed to Ala; wherein Gly at 
position 164 is changed to Ala; or wherein Trp at 
position 158 is changed to Arg and Ser at position 162 is 
changed to Ala. 



57. The binding ligand of claim 53, wherein said 
coagulation factor comprises truncated Tissue Factor. 

20 58. The binding ligand of claim 57, wherein said 

coagulation factor comprises dimeric truncated Tissue 



25 59. The binding ligand of claim 47, wherein said 

coagulation factor comprises Russell's viper venom Factor 
X activator. 



30 60. The binding ligand of claim 47, wherein said 
coagulation factor comprises a platelet -activating 
compound . 



15 



Factor . 
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61. The binding ligand of claim 60, wherein said 
coagulation factor comprises thromboxane A 2 or 
thromboxane A 2 synthase . 

5 

62. The binding ligand of claim 47, wherein said 
coagulation factor comprises an inhibitor of 
fibrinolysis . 

10 

63. The binding ligand of claim 62, wherein said 
coagulation factor comprises a2-antiplasmin. 

15 64. The binding ligand of claim 1, wherein said first 

binding region is operatively linked to a second binding 
region that binds to a coagulation factor. 

20 65. The binding ligand of claim 64, further comprising a 
coagulation factor bound to said second binding region. 

66. The binding ligand of claim 64, wherein said second 
IS binding region comprises an antigen binding region of an 

antibody that binds to a coagulation factor. 

67. The binding ligand of claim 66, wherein said second 
i0 binding region comprises an IgG antibody, an IgM 

antibody, or a scFv, Fv, Fab' , Fab or F(ab') 2 fragment of 
an antibody. 



68. The binding ligand of claim 66, wherein said second 
binding region comprises an antigen binding region of an 
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antibody that binds to the vitamin K-dependent coagulant 
Factor II/IIa, Factor VII /Vila, Factor IX/IXa or Factor 
X/Xa. 

69. The binding ligand of claim 68, wherein said second 
binding region comprises an antigen binding region of an 
antibody that binds to a vitamin K-dependent coagulation 
factor that lacks the Gla modification. 

70. The binding ligand of claim 66, wherein said second 
binding region comprises an antigen binding region of an 
antibody that binds to Tissue Factor. 



71. The binding ligand of claim 70, wherein said second 
binding region comprises an antigen binding region of an 
antibody that binds to a mutant Tissue Factor. 

72. The binding ligand of claim 70, wherein said second 
binding region comprises an antigen binding region of an 
antibody that binds to. truncated Tissue Factor. 



73. The binding ligand of claim 72 , wherein said second 
binding region comprises an antigen binding region of an 
antibody that binds to dimeric truncated Tissue Factor. 

30 

74. The binding ligand of claim 66, wherein said second 
binding region comprises an antigen binding region of an 
antibody that binds to Russell's viper venom Factor X 

35 activator, thromboxane A 2 or a2-antiplasmin. 
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75. The binding ligand of claim 1, wherein said first 
binding region is operatively linked to said coagulation 
factor or said second binding region via a covalent bond. 

76. The binding ligand of claim 75, wherein said first 
binding region is operatively linked to said coagulation 
factor or said second binding region via a chemical 
cross -linker. 



77. The binding ligand of claim 75, wherein said binding 
ligand is a fusion protein prepared by expressing a 
recombinant vector in a host cell, wherein the vector 
comprises, in the same reading frame, a DNA segment 
encoding said first binding region operatively linked to 
a DNA segment encoding said coagulation factor or second 
binding region. 



78. The binding ligand of claim 1, wherein said first 
binding region is operatively linked to said coagulation 
factor or said second binding region using an 
avidimbiotin combination. 

79. The binding ligand of claim 1, further defined as a 
bispecific antibody comprising a first antigen binding 
region that binds to a tumor cell, a component of tumor- 
associated vasculature or a component of tumor-associated 
stroma, the first antigen binding region operatively 
linked to a second antigen binding region that binds to a 
coagulation factor. 



35 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PCT/US95/07439 



- 294 - 

80. The binding ligand of claim 79, further defined as 
an IgG antibody, an igM antibody or an scFv, Fv, Fab' , 
Fab or F(ab') 2 fragment of a bispecific antibody. 

5 

81. The binding ligand of claim 79, further defined as a 
bispecific antibody comprising a first antigen binding 
region that binds to an MHC Class II protein operatively 
linked to a second antigen binding region that binds to 

10 truncated Tissue Factor. 



82. A binding ligand comprising: 

15 (a) a first binding region that binds to a tumor 

cell, a component of tumor-associated 
vasculature or a component of tumor- associated 
stroma; the first binding region operatively 
linked to 

20 

(b) an engineered coagulation factor or a second 
binding region that binds to an engineered 
coagulation factor. 

25 

83. The binding ligand of claim 82, wherein said 
engineered coagulation factor is a vitamin K-dependent 
coagulant that lacks the Gla modification. 

30 

84. The binding ligand of claim 83, wherein said 
engineered coagulation factor is Factor II/IIa, Factor 
VH/VIIa, Factor IX/IXa or Factor X/Xa that lacks the Gla 
modification, 

35 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PCT/US95/07439 



- 295 - 

85. The binding ligand of claim 83, wherein said 
engineered coagulation factor is prepared by expressing a 
vitamin K-dependent coagulation factor gene in a 
procaryotic host cell. 

5 

86. The binding ligand of claim 83, wherein said 
engineered coagulation factor is prepared by treating the 
vitamin K-dependent coagulation factor protein to remove 

10 or alter the corresponding Glutamic acid residues. 



87. The binding ligand of claim 83, wherein said 
engineered coagulation factor is prepared by preparing an 
engineered coagulation factor gene that encodes a vitamin 
K-dependent coagulation factor lacking the corresponding 
Glutamic acid residues and expressing said engineered 
gene in a recombinant host cell. 



88. The binding ligand of claim 82, wherein said 
engineered coagulation factor is a Tissue Factor 
construct comprising a first Tissue Factor or derivative 
operatively linked to a second Tissue Factor or 
2 5 derivative. 



89. The binding ligand of 
Factor construct comprises 

90. The binding ligand of 
Factor construct comprises 
insertion moiety. 



claim 88, wherein said Tissue 
a truncated Tissue Factor. 

claim 89, wherein said Tissue 
a hydrophobic membrane 
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91. The binding ligand of claim 90, wherein said Tissue 
Factor construct comprises a truncated Tissue Factor that 
includes a stretch of between about 3 and about 20 
hydrophobic amino acids. 

5 

92. The binding ligand of claim 91, wherein said Tissue 
Factor construct comprises a truncated Tissue Factor that 
includes a stretch of hydrophobic amino acids located at 

10 the N- or C- terminus of the truncated Tissue Factor. 

93. The binding ligand of claim 90, wherein said Tissue 
Factor construct comprises a truncated Tissue Factor that 

15 includes a fatty acid. 

94. The binding ligand of claim 90, wherein said Tissue 
Factor construct comprises two truncated Tissue Factors, 

2 0 each of which includes a membrane insertion moiety. 

95. The binding ligand of claim 88, wherein said Tissue 
Factor construct comprises a first and second Tissue 

25 Factor or derivative operatively linked via a disulfide, 
thioether or peptide bond. 

96. The binding ligand of claim 82, wherein said first 

3 0 binding region is operatively linked to a second binding 

region that binds to an engineered coagulation factor. 

97. The binding ligand of claim 82, wherein said first 
3 5 binding region is operatively linked to an engineered 

coagulation factor. 
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98. The binding ligand of claim 97, wherein said first 
binding region is linked to said engineered coagulation 
factor via a biologically-releasable bond. 



99. The binding ligand of claim 98, wherein said first 
binding region is linked to said engineered coagulation 
factor via a selectively-cleavable peptide bond. 



100. The binding ligand of claim 99, wherein said first 
binding region is linked to said engineered coagulation 
factor via a peptide linker that includes a cleavage site 
for urokinase, plasmin, Thrombin, Factor IXa, Factor Xa 
or a metalloproteinase . 



101. A Tissue Factor construct comprising a first Tissue 
Factor or derivative operatively linked to a second 
Tissue Factor or derivative. 



102. The Tissue Factor construct of claim 101, comprising 
an operatively linked first, second and third Tissue 
Factor or Tissue Factor derivative. 



103. The Tissue Factor construct of claim 102, comprising 
about five operatively linked Tissue Factors or Tissue 
Factor derivatives . 



104. The Tissue Factor construct of claim 103, comprising 
about ten operatively linked Tissue Factors or Tissue 
Factor derivatives. 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PCT/US95/07439 



- 298 - 

105. The Tissue Factor construct of claim 104, comprising 
about twenty operatively linked Tissue Factors or Tissue 
Factor derivatives. 



106. The Tissue Factor construct of claim 101, comprising 
a truncated Tissue Factor. 

10 

107. The Tissue Factor construct of claim 106, comprising 
a truncated Tissue Factor that includes a hydrophobic 
membrane insertion moiety. 

15 

108. The Tissue Factor construct of claim 107, comprising 
a truncated Tissue Factor that includes a stretch of 
between about 3 and about 20 hydrophobic amino acids. 

20 

109. The Tissue Factor construct of claim 108, comprising 
a truncated Tissue Factor that includes a stretch of 
hydrophobic amino acids located at the N- or C- terminus 
of the truncated Tissue Factor. 

25 

110. The Tissue Factor construct of claim 107, comprising 
a truncated Tissue Factor that includes a fatty acid. 

30 

111. The Tissue Factor construct of claim 107, comprising 
two truncated Tissue Factors, each of which includes a 
hydrophobic membrane insertion moiety. 
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112. The Tissue Factor construct of claim 101, comprising 
a truncated Tissue Factor modified to contain a terminal 
cysteine residue. 

5 

113. The Tissue Factor construct of claim 112, comprising 
two truncated Tissue Factors, each of which is modified 
to contain a terminal cysteine residue. 

10 114. The Tissue Factor construct of claim 112, further 

comprising an antibody or an antigen binding region of an 
antibody operatively linked to said cysteine residue. 

15 115. The Tissue Factor construct of claim 106, comprising 
a truncated Tissue Factor modified to contain a 
selectively cleavable peptide linker. 

20 116. The Tissue Factor construct of claim 115, wherein 
said selectively cleavable peptide linker includes a 
cleavage site for urokinase, plasmin, Thrombin, Factor 
IXa, Factor Xa or a metalloproteinase . 

25 

117. The Tissue Factor construct of claim 116, wherein 
said selectively cleavable peptide linker includes a 
cleavage site for an interstitial collagenase, a 
gelatinase or a stromelysin. 

30 

118. The Tissue Factor construct of claim 115, further 
comprising an antibody or an antigen binding region of an 
antibody operatively linked to said selectively cleavable 

35 peptide linker. 
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119. The Tissue Factor construct of claim 101, comprising 
an operatively linked series of units in the sequence: a 
cysteine residue, a selectively cleavable peptide linker, 
a stretch of hydrophobic amino acids, a first truncated 
5 Tissue Factor and a second truncated Tissue Factor. 



120. The Tissue Factor construct of claim 119, comprising 
an operatively linked series of units in the sequence: a 

10 first cysteine residue, a selectively cleavable peptide 
linker, a first stretch of hydrophobic amino acids, a 
first truncated Tissue Factor, a second truncated Tissue 
Factor and a second stretch of hydrophobic amino acids. 

15 

121. The Tissue Factor construct of claim 119, further 
comprising an antibody or an antigen binding region of an 
antibody operatively linked to said cysteine residue. 

20 

122. A pharmaceutical composition comprising, in a 
pharmacologically acceptable form, a binding ligand that 
comprises : 

25 (a) a first binding region that binds to a diseased 

cell, a component of disease-associated 
vasculature or a component of disease- 
associated stroma; the first binding region 
operatively linked to 

30 

(b) a coagulation factor or a second binding region 
that binds to a coagulation factor. 
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123. The pharmaceutical composition of claim 122 , wherein 
said binding ligand comprises a first binding region 
covalently linked to a coagulation factor. 

5 

124. The pharmaceutical composition of claim 122, wherein 
said binding ligand comprises a first binding region 
covalently linked to a second binding region that binds 
to a coagulation factor. 

10 

125. The pharmaceutical composition of claim 124, wherein 
said binding ligand further comprises a coagulation 
factor non- covalently bound to said second binding 

15 region. 

126. The pharmaceutical composition of claim 124, wherein 
said binding ligand is a bispecific antibody. 

20 

127. The pharmaceutical composition of claim 122, wherein 
said first binding region is operatively linked to Tissue 
Factor, a Tissue Factor derivative or an antigen binding 

25 region of an antibody that binds to Tissue Factor or a 
Tissue Factor derivative. 
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128. A kit comprising, in suitable container means: 

(a) a first pharmaceutical composition comprising a 
biological agent capable of inducing the 

5 expression of a target antigen in disease- 

associated vasculature or disease-associated 
stroma; and 

(b) a second pharmaceutical composition comprising 
10 a binding ligand that comprises 

(i) a first binding region that binds to an 
inducible target antigen of disease - 
associated vasculature or disease - 

15 associated stroma, the first binding 

region operatively linked to 

(ii) a coagulation factor or a second binding 
region that binds to a coagulation factor, 

20 

129. The kit of claim 128, wherein said first 
pharmaceutical composition comprises a biological agent 
capable of inducing the expression of a target antigen on 
25 a disease-associated vascular endothelial cell. 



13 0. The kit of claim 128, wherein said first 
pharmaceutical composition comprises a bispecific 
3 0 antibody that binds to an activating antigen on the cell 
surface of a leukocyte cell and to a tumor antigen on the 
cell surface of a tumor cell of a vascularized tumor. 



35 131. The kit of claim 130, wherein said first 

pharmaceutical composition comprises a bispecific 
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antibody that binds to the activating antigen CD2, CD3 , 
CD14, CD16 (FcR for IgE) , CD28 or the T-cell receptor 
antigen. 

5 

132. The kit of claim 131, wherein said first 
pharmaceutical composition comprises a bispecific 
antibody that binds to CD14 and induces the expression of 
IL-1 by monocyte /macrophage cells. 

10 

133. The kit of claim 132 , wherein said second 
pharmaceutical composition comprises a binding ligand 
that comprises a first binding region that binds to 

15 E-selectin. 

134. The kit of claim 131, wherein said first 
pharmaceutical composition comprises a bispecific 

20 antibody that binds to CD28 and induces the expression of 
I FN- y by T-cells. 

135. The kit of claim 134, wherein said second 

25 pharmaceutical composition comprises a binding ligand 
that comprises a first binding region that binds to an 
MHC Class II antigen. 

30 136. The kit of claim 134, further comprising a third 

pharmaceutical composition comprising an agent capable of 
suppressing MHC Class II antigen expression in the 
vascular endothelial cells of normal tissues. 
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137. The kit of claim 136, further comprising a third 
pharmaceutical composition comprising a cyclosporin. 

5 138. The kit of claim 13 0, wherein said first 

pharmaceutical composition comprises a bispecific 
antibody that binds to the tumor antigen pl85 HER2 , milk 
mucin core protein, TAG-72, Lewis a, carcinoembryonic 
antigen (CEA) or a tumor-associated antigen that binds to 
10 an antibody selected from the group consisting of 9.2.27, 
OV-TL3, M0vl8, B3 , KSl/4, 260F9 and D612. 

13 9. The kit of claim 12 8, wherein said first 
15 pharmaceutical composition comprises a biological agent 

capable of inducing the expression of a target antigen in 
a disease-associated stromal component. 

20 140. The kit of claim 139, wherein said first 

pharmaceutical composition comprises a bispecific 
antibody that binds to a tumor cell or a component of 
tumor stroma and to Tissue Factor, a Tissue Factor 
derivative, prothrombin, Factor Vll/VIIa, Factor IX/IXa, 

25 Factor X/Xa, Factor Xl/XIa or Russell's viper venom 
Factor X activator. 

141. The kit of claim 140, wherein said second 
3 0 pharmaceutical composition comprises a binding ligand 
that comprises a first binding region that binds to P- 
selectin. 

35 142. The kit of claim 140, wherein said second 

pharmaceutical composition comprises a binding ligand 
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that comprises a first binding region that binds to E- 
selectin. 

5 143. The use of a binding ligand in the preparation of a 
medicament for delivering a coagulation factor to 
disease-associated vasculature, the binding ligand 
comprising : 

10 (a) a first binding region that binds to a diseased 

cell, a component of disease-associated 
vasculature or a component of disease - 
associated stroma, the first binding region 
operatively linked to 

15 

(b) coagulation factor or a second binding region 
that binds to a coagulation factor. 

20 144. A use according to claim 143, wherein said binding 
ligand is used in the preparation of a medicament for 
delivering an exogenous coagulation factor to disease- 
associated vasculature, the binding ligand comprising a 
first binding region covalently linked to a coagulation 

25 factor. 



145. A use according to claim 143, wherein said binding 
ligand is used in the preparation of a medicament for 
3 0 delivering an exogenous coagulation factor to disease- 
associated vasculature, the binding ligand comprising a 
first binding region covalently linked to a second 
binding region that is non- covalently bound to a 
coagulation factor. 
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146. A use according to claim 143, wherein said binding 
ligand is used in the preparation of a medicament for 
delivering an endogenous coagulation factor to disease - 
associated vasculature, the binding ligand comprising a 

5 first binding region covalently linked to a second 
binding region that binds to endogenous coagulation 
factor and concentrates said factor at said disease- 
associated vasculature upon administration of said 
medicament to said animal . 

10 

147. A use according to claim 143, wherein said 
medicament is intended for use in treating Benign 
Prostatic Hyperplasia (BPH) , diabetic retinopathy, 

15 vascular restenosis, arteriovenous malformations (AVM) , 

hemangioma, neovascular glaucoma, rheumatoid arthritis or 
psoriasis . 

20 148. A use according to claim 143, wherein said 

medicament is intended for use in treating an animal with 
a vascularized tumor. 

25 149. A use according to claim 148, wherein said 

medicament is intended for use after inducing the 
expression of a targetable component in tumor-associated 
vasculature or tumor-associated stroma of an animal, 
wherein said medicament comprises a binding ligand that 

3 0 comprises a first binding region that binds to the 
induced targetable component. 

150. A use according to claim 149, wherein the expression 
35 of the targetable component in tumor-associated 
vasculature is induced by a cytokine. 



SUBSTITUTE SHEET (RULE 26) 



WO 96/01653 



PCI7US95/07439 



- 307 - 

151. A use according to claim 150, wherein the expression 
of the targetable component in tumor-associated 
vasculature is induced by a cytokine released by 

5 leukocyte cells of the animal. 

152. A use according to claim 151, wherein the expression 
of the targetable component in tumor- associated 

10 vasculature is induced by a cytokine released by 

monocytes, macrophages, mast cells, helper T cells, CD8- 
positive T-cells or NK cells of the animal. 

15 153. A use according to claim 151, wherein the expression 
of the targetable component in tumor-associated 
vasculature is induced by the cytokine IL-1, IL-4, TNF-a, 
TNF-/3 or IFN-y. 

20 

154. A use according to claim 151, wherein the leukocyte 
cells of the animal are activated to release the cytokine 
by administering to the animal a pharmaceutical 
composition comprising an activating antibody that binds 

2 5 to a leukocyte cell surface activating antigen. 

155. A use according to claim 154, wherein the activating 
antibody binds to the leukocyte cell surface activating 

30 antigen CD2 , CD3 , CD14 , CD16, FcR for IgE, CD28 or the T- 
cell receptor antigen. 



156. A use according to claim 154, wherein the activating 
antibody is a bispecif ic antibody that binds to and 
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cross-links activated leukocytes and tumor cells within 
the animals' tumor. 

5 157. A use according to claim 156, wherein the activating 
antibody is a bispecific antibody that binds to CD14 or 
CD28, and to a cell surface antigen of a tumor cell. 

10 158. A use according to claim 150, wherein the expression 
of E-selectin, VCAM-1, ICAM-1, endoglin or an MHC Class 
II antigen is induced in tumor-associated vasculature. 

15 159. A use according to claim 158, wherein the expression 
of E-selectin is induced in tumor-associated vasculature. 

160. A use according to claim 158, wherein the expression 
20 of an MHC Class II antigen is induced in tumor-associated 
vasculature . 



161. A use according to claim 160, wherein the expression 
25 of MHC Class II antigens by endothelial cells in the 

animal's normal tissues is suppressed by administering 
cyclosporin to the animal; and MHC Class II antigen 
expression in tumor-associated vasculature is 
subsequently induced by administering to the animal a 
30 bispecific antibody that binds to CD2 8 and to a cell 
surface antigen of a tumor cell. 

162. A use according to claim 160, wherein the expression 
35 of MHC Class II antigens by endothelial cells in the 

animal's normal tissues is suppressed by administering to 
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the animal an anti-CD4 antibody that suppresses IFN-7 
production in the T cells of the animal; and MHC Class II 
antigen expression in tumor-associated vasculature is 
subsequently induced by administering to the animal an 
5 I FN-y -producing T cell clone that binds to an antigen in 
the disease site. 



163. A use according to claim 162, wherein the IFN-7- 
10 producing T cell clone is prepared by a method that 
includes the steps of: 

(a) removing a tissue section from the disease site 
of the animal ; 

15 

(b) extracting infiltrating leukocytes from the 
disease site; and 

(c) expanding the infiltrating leukocytes in vitro 
20 to provide the IFN-y producing clone. 



164. A use according to claim 149, wherein the expression 
of the targetable component in tumor-associated 
25 vasculature is induced by thrombin. 



165. A use according to claim 164, wherein the production 
of thrombin is induced by administering to the animal a 

3 0 pharmaceutical composition comprising a bispecific 

antibody that binds to a tumor cell or a component of 
tumor stroma and to Tissue Factor, a Tissue Factor 
derivative, prothrombin, Factor VH/VIla, Factor iX/lXa, 
Factor X/Xa, Factor Xl/XIa or Russell's viper venom 

3 5 Factor X activator. 
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166. A use according to claim 164, wherein the expression 
of P- select in is induced in tumor-associated vasculature. 

167. A use according to claim 164, wherein the expression 
of E-selectin is induced in tumor-associated vasculature. 



168. The use of a coagulative binding ligand in the 
10 preparation of a medicament for treating cancer, the 
binding ligand comprising: 

(a) a first binding region that binds to a tumor 
cell, a component of tumor-associated 

15 vasculature or a component of tumor-associated 

stroma, the first binding region operatively 
linked to 

(b) a coagulation factor or a second binding region 
20 that binds to a coagulation factor. 

169. A use according to claim 168, wherein said 
medicament is formulated for parenteral administration. 

25 

170. A use according to claim 168, wherein said 
medicament is formulated for injection into a 
vascularized tumor site. 

30 

171. A use according to claim 168, wherein said 
medicament is suitable for use in a human patient. 

35 
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172. A use according to claim 168, wherein said 
coagulative binding ligand comprises a first binding 
region operatively linked to Tissue Factor, truncated 
Tissue Factor, dimeric Tissue Factor or an antigen 
5 binding region of an antibody that binds to Tissue Factor 
or a Tissue Factor derivative. 
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